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(54) Tiae: METHODS FOR THE PRODUCTION OF ASLV REVERSE TOANSCRIPTASES COMPOSED OF MULTIPLE SUBUNITS 
(57) Abstract 

The present invention is generally related to compositions and methods for the reverse transcription of nucleic acid molecules, 
especially messenger RNA molecules. Specifically, the invention relates to compositions comprising mixtures of polypeptides having 
reverse transcriptase (RT) activity, and to methods of producing, amplifying or sequencing nucleic acid molecules (pjuticularly cDNA 
molecules) using these compositions or polypeptides, particularly at temperatures above about 55 'C. The invention also relates to nucleic 
acid molecules produced by these methods, to vectors and host cells comprising these nucleic acid molecules, and to the use of such nucleic 
acid molecules to produce desired polypeptides. The invention also relates to methods for producing Rous Sarcoma Virus (RSV) and 
Avian Myeloblastosis Virus (AMV) RTs or other Avian Sarcoma-Leukosts Virus (ASLV) RTs (a and/or p subunits thereoO, to isolated 
nucleic acid molecules encoding such RSV RT, AMV RT or other ASLV RT subunits, to vectors and host cells comprising these isolated 
nucleic acid molecules and to RSV RT, AMV RT and other ASLV RT subunits produced by these methods. The invention further relates 
to nucleic acid molecules encoding recombinant heterodimeric RT holoenzymes, particulariy heterodimeric RSV RTs, AMV RTs or other 
ASLV RTs (which may be otp RTs, pp RTs, or oe RTs), vectors (particularly baculoviius vectors) and host cells (particularly insect and 
yeast cells) comprising these nucleic acid molecules, methods for producing these heterodimeric RTs and heterodimeric RTs produced by 
these methods. The invention also relates to kits comprising the compositions, polypeptides, or RSV RTs. AMV RTs or other ASLV RTs 
of the invention. 
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METHODS FOR THE PRODUCTION OF ASLV REVERSE TRANSCRIPTASES COMPOSED OF MULTIPLE SUBUNITS 



FIELD OF THE nsrVENTION 

The present inveation is ia the fields of molecular and cellular biology, 
5 The invention is generally rdated to reverse transcriptase enzymes and methods 

for the reverse transaiption of nucleic acid molecules, especially messenger RN A 
molecules. Specifically, the invention relates to compositions comprising mixtures 
of reverse transcriptase enzymes, and to methods of producing, amplifying or 
sequencing nudeic acid molecules (particulaily cDNA molecules) using these 
10 reverse transcriptase enzymes or compositions. The invention also relates to 

nucleic acid molecules produced by these methods and to the use of such nucldc 
acid molecules to produce desired polypeptides. The invention also concerns kits 
comprising such compositions. 



BACKGROUND OF THE INVENTION 

15 cDNA and cDNA Libraries 

In examining the structure and physiology of an organism, tissue or cell, 
it is often desirable to determine its genetic content. The genetic firamework of an 
organism is encoded in the double-stranded sequence of nucleotide bases in the 
deoxyribonucleic acid (DNA) which is contained in the somatic and germ cdls of 

20 the organism. The genetic content of a particular segment of DNA, or gene, is 

only nianifested upon production of the protdn w^ch the gene encodes. In order 
to produce a protein, a complementary copy of one strand of the DNA double 
helix (the "coding" strand) is produced by polymerase enzymes, resulting in a 
specific sequence of ribonucleic acid (RNA). This particular type of RNA, since 

25 it contains the genetic message fi*om the DNA for production of a protein, is called 

messenger RNA (mRNA). 
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Within a given cell, tissue or organism, there erist myriad mPU^A spedes, 
each encoding a separate and specific protda This fact pro\ades a powerfiii tool 
to investigators interested in studying genetic expression in a tissue or cell « 
mRN A molecules may be isolated and fiirther manipulated by various molecular 
biological techniques, thereby allowing the elucidation of the fiill fimctional 
genetic content of a cell, tissue or organisoL 

One common approadi to the study of gene expression is the production 
of complementary DN A (cDNA) clones. In this technique, the mRNA molecules 
from an organism are isolated from an extract of the cells or tissues of the 
organism. This isolation often employs solid diromatography matrices, such as 
cellulose or agarose, to vMch oUgomers of thymidine (T) have been complexed. 
Since the 3* termini on most eukaryotic niRNA molecules contain a string of 
adenosine (A) bases, and since A binds to T, the mRNA molecules can be rapidly 
purified from other molecules and substances in the tissue or cell extract. From 
these purified mRNA molecules, cDNA copies may be made using the enzyme 
reverse transcriptase (RT), which results in the production of single-stranded 
cDNA molecules. The single-stranded cDNAs may then be converted into a 
complete doublerstranded DNA copy (/,e., a double-stranded cDNA) of the 
original mRNA (and thus of the original double-stranded DNA sequence, 
encoding this mRNA, contained in Ae genome of the organism) by the action of 
a DNA polymerase. The protein-specific double-stranded cDNAs can then be 
inserted into a plasmid or viral vector, which is then introduced into a host 
bacterial, yeast, animal or plant cell. The host cells are then grown in culture 
media, resulting in a population of host cells containing (or in many cases, 
expressing) the gene of interest. 

This entire process, from isolation of mRNA to insertion of the cDN A into 
a plasmid or vector to growth of host cell populations containing the isolated 
gene, is termed "cDNA cloning." If cDNAs are prepared from a number of 
different mRNAs, the resulting set of cDNAs is called a "cDNA library," an 
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appropriate term since the set of cDNAs represents a "population" of genes 
comprising the fiinctional genetic information present in the source cell, tissue or 
organism. Genotypic analysis ofthesecDNA libraries can yield mudi information 
on the structure and fimction of the organisms from which they were derived. 

S Retroviral Reverse Transcriptase Enzymes 

Three prototypical forms of retroviral RTihave been studied thoroughly. 
Moloney Murine Leukemia Virus (M-MLV) RT contains a single subunit of 78 
kDa with RNA-dependent DN A polymerase and RNase H activity. This enzyme 
has been cloned and expressed in a fully active form in E.coli (reviewed in Prasad, 

10 V.R.. Reverse Transcriptase^ Cold Spring Harbor, New Yoric: Cold Spring 

Harbor Laboratory Press, p. 1 3 5 ( 1 993)). Human Immunodeficiency Virus (HIV) 
RT is a heterodime'r of p66 and p51 subunits in which the smaller subunit is 
derived from the larger by proteolytic cleavage. The p66 subunit has both a RNA- 
dependent DNA polymerase and an RNase H domain, while the p5 1 subunit has 

15 only a DNA polymerase domain. Active HIV p66/p5 1 RT has been cloned and 

^ expressed successfully in a number of expression hosts, including E,coli (reviewed 
in Le Grice, S.F J., Reverse Transcriptase, Cold Spring Harbor, New York: Cold 
Spring Harbor Laboratory press, p. 163 (1993)). Within the HIV p66/p51 
heterodimer, the 5 1-kD subunit is catalyticaliy inactive, and the 66-lcD subunit has 

20 both DNA polymerase and RNase H activity (Le Grice, S.F J., et al., EMBO 

Journal 70:3905 (1991); Hostomsky, Z., etaL, 1 ViroL 66:3 179 (1992)). Avian 
Sarcoma-L^osis Virus (ASLV) RT, which includes but is not limited to 
Rous Sarcoma Virus (RSV) RT, Awim Myeloblastosis Virus (AMV) RT, Avian 
Erythroblastosis Virus (AE V) Helper Virus MC AV RT, Avian Mydocytomatosis 

25 Virus MC29 Helper Virus MCAV RT, Avian Reticuloendotheitosis Virus 

(REV-T) Helper Vims REV-A RT, Avian Sarcoma Virus UR2 Helper Virus 
UR2AV RT, Avian Sarcoma Vims Y73 Helper Virus YAV RT, Rous Associated 
Virus (RAV) RT, and Myeloblastosis Associated Virus (MAV) RT, is also a 
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heterodimer of two aibunits, a (appro)dmately 62 kDa) and p (approranately 
94 kDa), in which a is derived from p by proteolytic cleavage (reviewed in Prasad, 
V.R., Reverse Transcriptase, Cold Spring Haibor, New York: Cold Spring 
Haibor Laboratory Press (1993), p. 135). ASLV RT can east in two additional 
catalytically active structural forms, pp and a (Kzi, A, and Joklik, W,IC, 7. Biol. 
Chem, 252: 2281 (1977)). Sedimentation analysis suggests ap andpp aredimo-s 
and that the a form exists in an equilibrium between monomeric and dimeric forms 
(Grandgenett, D.P., etaL, Proc,NaL Acad. Sci. USA 70: 230 (1973); Hizi, A, and 
Joklik, W.K., J. BioL Chem. 252: 2281 (1977); and Soltis, DA and Skalka, 
A.M., Proc. Nat AcacL ScL USA 85: 3372 (1988)). The ASLV aP and Pp RTs 
are the only known examples of retroviral RT that include three different actiAdties 
in the same protein complex: DNA polymerase, RNaseH, and DNAendonudease 
(integrase) activities (re\aewed in Skalka, A.M., Reverse Transcriptase, Cold 
Spring Harbor, New York: Cold Spring Harbor Laboratory Press (1 993), p. 1 93). 
The a form lacks the integrase domain and activity. 

Various forms of the individual subunits of ASLV RT have been cloned 
and expressed. These include a 98-kDa precursor polypeptide that is normally 
processed proteolytically to P and a 4-kDa polypeptide removed from the p 
carbojqr end (Alexander, F., etal., J. Virol. 61: 534 (1987) and Anderson, D. et 
aL, Focus 1 7:53 (1995)), and the mature p subunit (Weis, J.H. and Salstrora, J.S., 
U.S. Patent No, 4, 663, 290 (1987); and Soltis, D.A and Skalka, AM, Proc, 
Nat. Acad ScL USA 55:3372 (1988)). HeterodimericRSV ap RT has also been 
purified from£:. coli cells e3q)ressing a cloned RSV P gene (Chernov, A.R, et oL, 
Biomed Sci. 2:49(1991)). However, there have been no reports heretofore of the 
simultaneous expression of cloned ASLV RT a and P genes resulting in tiie 
formation of heterodimeric ap RT. 
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Reversc Transcription Eflicienq^ 

As noted above, the conversion of mRNA into cDNA by RT-mediated 
reverse transcription is an essential step in the study of protdns ejq)ressed from 
cloned genes. However, the use of unmodified RT to catalyze reverse 
transoiption is inefficient for at least two reasons. First, RT sometimes destroys 
an RNA template before reverse transcription is initiated, primarily due to the 
activity of intrinsic RNase H activity present in RT. Second, RT often fiails to 
complete reverse transcription after the process has been initiated (Berger, S.L,, 
et aL, Biochemistry 22:2365-2372 (1983); Krug, M.S., and Berger, S.L., Meth 
En2ymoL 752:316(1987)). Removal ofthe RNase H activity of RT can eliminate 
the first problem and improve the efficiency of reverse transcription (Gerard, G.F., 
et ai, FOCUS 11(4):6Q (1989); Gerard, G.F., et aL, FOCUS 14(3):9\ (1992)). 
However RTs, including those forms lacking RNase H activity ("RNase H'" 
forms), still tend to terminate DNA synthesis prematurely at certain secondary 
structural (Gerard, GF., et al, FOCUS 1I(4):60 (1989); Myers, T.W., and 
Gelfand, D.R, Biochemistry i0:7661 (1991)) and sequence (Messer, L.I.. e/oi, 
Virol 146:146 (1985)); Abbotts, J., et al., J. Biol. Chem, 26»:10312-10323 
(1993)) barriers in nucleic acid templates. 

Even in the most efficient reverse transcription systems available today, 
which use RNase H' M-MLV RT, yields of total cDNA product generally do not 
exceed 50% of input mRNA and the fraction of the product that is fiiU-length does 
not CKceed 50%. The secondary structural and sequence barriers in die mRNA 
template, which as described above can give rise to these limitations, occur 
firequently at homopolyraer stretches (Messer, L.I., etal, Virol I46A46 (1985); 
Huber. RE., et al, J. Biol Chem. 264A669-467S (1989); Myers, T.W., and 
Gelfand, D.H., Biochemistry 30:7661 (1991)), are more often sequence rather 
than secondary structural barriers (Abbotts, J., e/o/,, J, Biol Chem. 2(J5:10312- 
10323 (1993)), and are often distinct for different RTs (Abbotts, J., etal.,1 Biol 
Chem. 265:10312-10323 (1993)), If these barriers could be overcome, yield of 
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total and fulUength cDNA product in reverse transaiption reactions could be 
increased. 

SUMMARY OF THE INVENTION 

The present invention provides reverse transaiptase enzymes, 
compositions comprising such enzymes and methods uisefiil in ov^cdming the 
above-described cDN A length limitations. In general, the invention pro\ides 
compositions for use in reverse transcription of a nucleic acid molecule comprising 
two or more different polypeptides having reverse transcriptase activity. Such 
compositions may further comprise one or more nudeotides, a suitable buffer, 
and/or one or more DNA polymerases. The compositions of the invention may / 
also comprise one or more oligonucleotide primers. Each reverse transcriptase 
used in the compositions of the invention may have a different transcription pause 
site on a given mRN A molecule. The reverse transcriptases in these compositions 
preferably are reduced or substantially reduced in RNase H activity, and most 
preferably are enzymes selected firom the group consisting of Moloney Murine 
Leukemia Vims (M-MLV) H' reverse transcriptase, Rous Sarcoma Virus (RSV) 
H" reverse transcriptase. Avian Myeloblastosis Virus (AMV) H' reverse 
transcriptase, Rous Associated Virus (RAV) H' reverse transcriptase, 
Myeloblastosis Associated Virus (MAV) H* reverse transcriptase and Human 
Immunodeficiency Vims (HIV) H* reverse transcriptase or other ASLVH* reverse 
transcriptases. In preferred compositions, the reverse transcriptases are present 
at working concentrations. 

The invention is also directed to methods for making one or more nucleic 
acid molecules, comprising mixing one or more nucleic acid tenq}lates (preferably 
one or more RNA templates and most preferably one or more messenger RNA 
templates) with two or more polypeptides having reverse transcriptase actiNdty and 
incubating the mixture under conditions sufficient to make a first nucleic acid 
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molecule or molecules complementary to all or a portion of the one or more 
nucldc add templates. In a preferred embodiment, the first nucleic acid molecule 
is a single-stranded cDNA. Nucleic add templates suitable for revise 
transcription according to this aspect of the invention include any nudeic add 
5 molecule or population of nucleic acid molecules (preferably RNA and most 

preferably mRNA), particularly those derived fi*om a cdl or tissue. In apreferred 
aspect, a population of mRNA molecules (a number of diff^ent mRNA molecules, 
typically obtained from ceils or tissue) are used to nlake a cDNA library, in , 
accordance with the invention. Preferred cellular sources of nucleic acid tea^)lates 

10 include bacterial cells, fungal cells, plant cells and animal cells. 

The invention also concerns methods for making one or more double- 
stranded nudeic acid molecules. Such methods comprise (a) mixing one or more 
nucleic acid templates (preferably RNA or mRNA, and more preferably a 
population of mRNA templates) with two or more polypeptides hzy'mg reverse 

15 transcriptase activity; (b) incubating the mixture under conditions sufficient to 

make a first nucleic acid molecule or molecules complementary to all or a portion 
of the one or more templates; and (c) incubating the first nucleic acid molecule 
under conditions sufficient to make a second nucleic acid molecule or molecules 
complementary to all or a portion of the first nucleic add molecule or molecules, 

20 thereby forming one or more double-stranded nucleic acid molecules comprising 

the first and second nucleic acid molecules. Sudi methods may include the use of 
one or more DNA polymerases as part of the process of making the one or more 
double-stranded nudeic acid molecules. The invention also concerns 
compositions usefiil for making such double-stranded nucleic acid molecules. 

25 Such compositions comprise two or more reverse transoiptases and optionally 

one or more DNA polymerases, a suitable buffer and one or more nucleotides. 

The invention also relates to methods for amplii^ng a nucleic acid 
molecule. Such amplification methods comprise mixing the double-stranded 
nucleic acid molecule or molecules produced as described above with one or more 
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DNA polymerases and incubating the mixture under conditions sufficient to 
amplify the double-stranded nucleic acid molecule. In a first preferred 
embodiment, the invention concerns a method for amplifying a nucleic acid 
molecule, the method comprising (a) miring'^one or more nucleic acid templa^^ 

5 (prefoably one or more RNA or mRNA tenq}lates and more preferably a 

population of mRNA templates) with two or more <fifFerent polypeptides having 
reverse transcriptase activity and with one or more DNA polymerases and (b) 
incubating the mixture under conditions sufficient to amplify nucldc acid 
molecules complementary to all or a portion of the one or more templates. 

10 Preferably, the reverse transcriptase? are reduced or substantially reduced in 

RNase H activity and the DNA polymerases comprise a first DNA polymerase 
having 3' exonuclease activity and a second DNA polymerase having substantially 
reduced 3* exonuclease activity. The invention also concerns compositions 
comprising two or more reverse transcriptases and one or more DNA polymerases 

15 for use in amplification reactions. Such compositions may fiirther comprise one 

or more nucleotides and a buffer suitable for amplification. The compositions of 
the invention may also comprise one or more oligonucleotide primers. 

In accordance vwth the invention, at least two, at least three, at least four, 
at least five, at least six, or more, reverse transcriptases may be used. Preferably, 

20 two to six, two to five, two to four, two to three, and most preferably two, reverse 

transcriptases are used in the compositions arid methods of the invention. Such 
multiple reverse transcriptases may be added simultaneously or sequentially in any 
order to the compositions or in the methods of the invention. Alternatively, 
multiple different reactions with different enzymes may be performed separately 

25 and the reaction products may be mbced. Thus, the invention relates to the 

synthesis of the nucleic acid molecules by the m^ods of the invention in which 
multiple revise transcriptases are used simultaneously or sequentially or 
separately. In particular, the invention rdates to a method of making one or more 
nucleic acid molecules comprising incubating one or more nucleic acid templates 
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(preferably one or more RNA templates or mRNA templates, and more preferably 
a population of mRNA templates) with a first reverse transcriptase under 
conditions sufficient to make one or more nucleic add molecules complementary 
to all or a portion of the one or more templates. In accordance with the invention, 
the one or more nucldc acid molecules (including mRNA templates and/or 
synthesized nucleic add molecules) may be incubated with a second reverse 
transcriptase under conditions suffident to make additional nucldc acid molecules 
complementary to all or a portion of the templates or to increase the length of the 
previously made nucleic acid molecules. In accordance witii the invention, this 
procedure may be repeated any number of times with the same or different reverse 
transcriptases of the invention. For example, the first and second reverse 
transaiptases may be the same or different. Furthermore, the first and third 
reverse transcriptases (m aspects of the invention where the procedure is repeated 
three times using a first, second, and third reverse transcriptase) may be the same 
while the second reverse transcriptase may be different fi*om tiie first and the third 
reverse transcriptase. Thus, any combination of the same and/or different reverse 
transcriptases may be used in this aspect of the invention. Preferably, when 
multiple reverse transcriptases are used, at least two reverse transcriptases are 
different. 

In a related aspect of the invention, the reverse transcriptase used in the 
reaction may retain all or a portion of its activity during subsequent reaction steps. 
Alternatively, the reverse transcriptase used in the reaction may be inactivated by 
any method prior to mcubation with additional reverse transcriptases. Such an 
inactivation may include but is not limited to heat inactivation, organic extraction 
{e.g., with phenol and/or chloroform), ethanol precipitation and the like. 

The synthesized nucleic acid molecules made ^y simultaneous or sequential 
or separate addition of reverse transcriptases may then be used to make double 
stranded nucleic acid molecules. Such synthesized nucleic acid molecules serve 
as a template which when incubated under appropriate conditions (e.g. , preferably 
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in the presence of one or more DNA polymerases) make nucleic acid molecules 
complementary to all or a portion of the synthesized nucleic acid molecules, 
thard)y forming a number of double stranded nucleic acid molecules. The double 
stranded molecules may thm be amplified in accordance vnth the inventioa 
5 TheinventionisaIsodirectedtonucleicaddmolecules(particularlysingIe- 
or double-stranded cDNA molecules) or amplified nucleic acid molecules 
produced according to the above-described methods and to vectors (particularly 
expression vectors) comprising these nudeic add molecules or amplified nucldc 
add molecules, 

10 The invention is also directed to recombinant host cdls comprising the 

above-described nudeic acid molecules, amplified nucleic acid molecules or 
( vectors. Preferred such host cdls include bacterial cells, yeast cells, plant cells and 

ammal cells (including insect cells and mammalian cells). 

The invention is fiirther directed to methods of producing a polypeptide 

1 5 comprising culturing the above-described recombinant host cells and isolating the 

polypeptide, and to a polypeptide produced by such methods. 

The invOTtion also concerns methods for sequencing one or more nudeic 
acid molecules using the compositions or enzymes of the invention. Such methods 
comprise (a) mixing one or more nudeic acid molecules (e.g:, one or more RNA 

20 or DNA molecules) to be sequenced with one or more primers, one or more 

polypeptides having reverse transcriptase activity, one or more nucleotides and 
one or more terminating agents, such as one or more dideoxynucleoside 
triphosphates; (b) incubating the mixture under conditions suflficient to synthesize 
a population of nudeic acid molecules complementary to aU or a portion of the 

25 one or more nucleic add molecules to be sequenced; and (c) separating the 

population of nucleic add molecules to determine the nudeotide sequende of all 
or a portion ofthe one or more nucleic acid molecules to be sequenced. In these 
sequencing methods of the invention, the one or more polypeptides having reverse 
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transcriptase actmty may be added simultaneously, sequentially, or separately to 
the reaction mixtures as described above. 

The invention is also directed to kits for use in the methods of the 
invoition. Such Idts can be used for making, sequencing or amplifying nucleic 
acid molecules (single- or double-stranded). The kits of the invention comprise 
a carrier, such as a box or carton, having in close confinement therein one or more 
containers, such as vials, tubes, bottles and the like. In the kits of the invention, 
a first container contains one or more of the reverse transcriptase enzymes 
(preferably one or more such enzymes that are reduced or substantially reduced 
in RNase H activity) or one or more of the compositions of the invention. In 
another aspect, the kit may contain one or more containers comprising two or 
more, three or more, four or more, five or more, six or more, and the like, reverse 
transcriptases, preferably one or more containers comprising two to six, two to 
five, two to four, two to three, or more preferably two, reverse transcriptases. 
The kits of the invention may also comprise, in the same or different containers, 
one or more DNA polymerase (preferably thermostable DNA polymerases), a 
suitable buffer for nucleic acid synthesis and one or more nucleotides. 
AltOTiatively, the components of the composition may be divided into separate 
containers (e.g., one container for each enzyme). In preferred kits of the 
invention, the reverse transcriptases are reduced or substantially reduced in RNase 
H activity, and are most preferably selected from the group consisting of M-MLV 
H* reverse transcriptase, RS V H' reverse transcriptase, AMV H" reverse 
transcriptase, RAV H' reverse fa-anscriptase, MAV H' reverse transcriptase and 
HIV H" reverse transcriptase. In additional preferred kits of the invention, the 
enzymes (reverse transcriptases and/or DNA polymerases) in the containers are 
present at working concentrations. 

The invention also relates to methods of producing RSV reverse 
transcriptase (and/or subunits thereof). In particular, the invention relates to 
methods for producing RSV reverse transcriptase (and/or subunits thereof) 
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containing RNase H activity, to methods for producing RS V reva-se transcriptase 
(and/or subunits thereof) that is reduced or substantially reduced in RNase H 
acti\dty, and to RS V reverse transcriptases (and/or subunits thereof) produced by 
such methods. 

The invention fiirther relates to methods for using such reverse 
transcriptases and to kits comprising such reverse transcriptases. In particular, the 
RS V reverse transcriptases (and/or subunits thereof) of the invention may be used 
in methods of sequencing, amplification and production (\da, e.^., reverse 
transcription) of nucleic acid molecules. 

The invention also relates to methods of producing AMV reverse 
transcriptase (and/or subunits thereof). In particular, the invention relates to 
methods for producing AMV reverse transcriptase (and/or subunits thereof) 
containing RNase H activity, to methods for producing AMV reverse transcriptase 
(and/or subunits thereof) that is reduced or substantially reduced in RNase H 
activity, and to AMV reverse transcriptases (and/or subunits thereof) produced by 
such methods. 

The invention further relates to methods for using such reverse 
transcriptases and to kits comprising such reverse transcriptases. In particular, the 
AMV reverse transcriptases (and/or subunits thereof) of the invention may be used 
in methods of sequencing, amplification and production (via, c.^,, reverse 
transcription) of nucleic acid molecules. 

The invention also generally relates to methods of producing ASLV 
reverse transcriptases (and/or subunits thereof). In particular, the invention relates 
to methods for producing ASLV reverse transcriptases (and/or subunits thereof) 
containing RNase H actmty, to methods for producing such ASLV reverse 
transcriptases that are reduced or substantially reduced in RNase H activity, and 
to ASLV reverse transcriptases produced by such methods. 

The invention further relates to methods for using such reverse 
transcriptases and to kits comprising such reverse transcriptases. In particular, the 
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ASLV reverse transcriptases (and/or subunits ther^f) of the invention may be 
used in methods of sequencing, amplification and production (c.^., via reverse 
transcription) of nucleic acid molecules. 

The invention fiirther relates to methods for elevated- or high-temperature 

5 reverse transcription of a nucleic acid molecule comprising (a) miring one or more 

nucleic acid templates (preferably one or more RNA molecules {e.g., one or more 
mRNA molecules or polyA+ RNA molecules, and more preferably a population 
of mRNA molecules) or one or more DNA molecules) with one or more 
polypeptides reverse transcriptase activity; and (b) incubating the mixture 

10 at a temperature of 50**C or greater and under conditions sufficient to make a first 

nucleic acid molecule or molecules (such as a fiiU length cDNA molecule) 
complementary to all or a portion of the one or more nucleic acid templates. In 
a preferred aspect, a population of mRNA molecules is used to make a cDNA 
library at elevated or high temperatures. In another aspect, elevated- or high- 

15 temperature nucleic acid synthesis is conducted with multiple reverse 

transcriptases (/.e. , two or more, three or more, four or more, five or more, six or 
more, and the like, more preferably two to sbc, two to five, two to four, two to 
three, and still more preferably two, reverse transcriptases), which may be added 
to the reaction mixture simultaneously or sequentially or separately as described 

20 above. In preferred such methods, the mixture is incubated at a temperature of 

about 51 **C or greater, about 52°C or greater, about 53 **C or greater, about 54^*0 
or greater, about 55**C or greater, about 56**C or greater, about 57°C or greater, 
about SS^'C or greater, about 59°C or greater, about eCC or greater, about 61 °C 
or greater, about 6TC or greater, about 63°C or greater, about 64°C or greater, 

25 about 65**C or greater, about 66**C or greater, about 67 X or greater, about 68**C 

or greater, about or greater, about TO^'C or greater, about 71 or greater, 
about 72**C or greater, about 73 ""C or greater, about 74** Cor greater, about 75**C 
or greater, about 76^*0 or greater, about 77X or greater, or about 78**C or 
greater; or at a temperature range of from about 50**C to about 75**C, about 5 1 **C 
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to about 75X, abdut 52X to about 75^*0, about 53*^0 to about 75**C, about 
54X to about 75X, about 55**C to about 75X, about SOX to about 70X, 
about SVC to about 70°C, about 52"C to about 70 X, about 53 X to about 
70X, about 54X to about 70X, about 55X to about 70X, about 55X to 
about 65 X, about 56"C to about 65 X, about 56**C to about 64X or about 
56*'C to about 62**C. The invention is also directed to such methods which 
further comprise incubating the first nudeic acid molecule or molecules under 
conditions sufficient to make a second nucleic acid molecule or molecules 
complementary to all or portion of the first nucleic acid molecule or molecules. 
According to the invention, the first and second nucleic acid molecules produced 
by these methods may be DNA molecules^ and may form a double stranded DNA 
molecule or molecules which may be a fiiU length cDNA molecule or molecules, 
such as a. cDNA library. The one or more polypeptides having reverse 
transcriptase activity that are used in these methods preferably are reduced or 
substantially reduced in RNase H activity, and are preferably selected firom ASLV 
reverse transcriptases (and/or subunits thereof) such as one or more subunits of 
AMV reverse transcriptase and/or one or more subunits of RSV reverse 
transcriptase and/or one or more subunits of MAY reverse transcriptase, and/or 
one or more subunits of RAV reverse transcriptase, particularly wherein the 
subunits are reduced or substantially reduced in RNase H activity. 

The invention also relates to kits for elevated- or high-temperature nucleic 
acid synthesis, which may comprise one or more components selected fi-om the 
group consisting of one or more reverse transcriptases (preferably one or more 
ASLV reverse transcriptases such as AMV or RSV reverse transcriptases (or one 
or more subunits thereof), and more preferably one or more ANfV or RSV reverse 
transcriptases (or one or more subunits thereoQ which are reduced or substantially 
reduced in RNase H acti\aty), one or more nucleotides, one or more primers and 
one or more suitable buffers. 
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The invention is also directed to nudeic acid molecules produced by the 
above-described methods which may be foil-length cDN A molecules, to vectors 
(particularly expression vectors) comprising these nucleic acid molecules and to 
host cells comprising these vectors and nudeic acid molecules. 
5 Other preferred embodiments of the present invention will be apparent to 

one of ordinary skill in light of the following drawings and description of the 
invention, and of the claims. 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figures 1-6 describe, in schematic form (with details omitted for clarity), 
10 the constmctionofthe expression vector (pDABH'His) which places the RSVRT 

a and P genes under control of insect viral promoters: 

Figurel: pJDlOO, pAMPlS, pAMPlSN, pAMPl, pAMPIC, 
pAMP18NM and pAMPISB. 

Figure 2: M13, M13RT, pAMPlSBH- and M13RTH-. 
15 Figures: pAMPlA, 

Figure 4: pDBH-Kpn, pDABH-, pDBH-KpnHis. 

Figures: pFastBacDUAL,pFastBacDUALNde, pDBH-and pDA. 

Figure 6: pDABH-His. 

Figures 7-21 are more detailed maps of the plasmids described in 
20 Figures 1-6: 



Figure 7: 


pJDlOO. 


Figure 8: 


pAMP18N. 


Figure 9: 


pAMPlC. 


Figure 10: 


pAMPlSNM. 


Figure 11: 


pAMPlSB. 


Figure 12: 


M13RT. 


Figure 13: 


M13RTH-. 
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Figure 14 


pAMPlSBH-, 


Figure 15 


pDBH-. 


Figure 16 
Figure 17 


pAMPlA. 


pDBH-Kpn. 


Figure 18 


pDBH-KpnHis. 


Figure 19 


pDA. 


Figure 20 


pDABH-. 


Figure 21 


pDABH-Ks. 



Figures 22-25 describe, in schematic form (wifli detmls omitted for 
clarity), the construction of the expression vector (pD AMV AH-BH-)which places 
the AMV RT a and p genes under control of insect viral promoters; 

Figure 22: Cloning of AMV RT gene from RNA; pSPORT8, 

Figure 23: Construction of a His-tagged AMV RT p gene; pAMVN, 
pAMVNM, pAMVNMH-, pAMVC and pAMVBH-. 

Figure 24; Construction ofclones for the AMV RT a subunit by PGR; 
pAMVA and pAMVAH-. 

Figure 25: Construction of vectors comprismg the AMV RT a and P 
genes; pD, pDAMVAH-, pDAMVA, pAMVH-BH-, pDAMVABH- and 
pJAMVBH-, 

Figures 26-38 are more detailed maps of the plasmids described in 
Figures 22-25: 



Figure 26 


pAMVN. 


Figure 27 


pAMVC. 


Figure 28 


pAMVNM. 


Figure 29 


pANfVNMH-. 


Figure 30 


pAMVBH-. 


Figure 31 


pAMVA. 


Figure 32 


pAMVAH-. 


Figure 33 


pFastBacDual (pD) 



wo 98/47912 



PCT/US98A)8072 



-17- 

Figurc34: pDAMVA. 
Figure 35: pDAMVAH-. 
Figure 36: pDAMVABH-. 
Figure 37: pJAMVBH-, 
5 Figure 38: pDAMVAH-BH-. 

Figure 39 is a semi-logarithmic graph demonstrating RT actiAdties of 
various RTs incubated for the times and at the temperatures indicated. 

Figure 40 is an autoradiograph of cDNA products synthesized by various 
RTs at the temperatures (X) indicated from 1 ,4-, 2.4-, 4.4- and 7,5-Kb mRNAs 
10 over 50-minute reactions. M: ^^P-labeled 1Kb DNA ladder. 

Figure 41 is an autoradiograph of cDNA products synthesized by RS V H* 
RT and SS II RT at the temperatures (°C) mdicated from 1 .4-, 2.4-, 4.4-, and 7,5- 
Kb mRNAs over 30-nunute reactions. M: ^P-labeled 1 Kb DNA ladder. 

Figure 42 is a graph of the amounts of full length cDNA synthesized by 
15 SSII and RSV H' RT in Figure 41 as a function of incubation temperature. 

Figure 43 is a restriction map of plasmid pBP-RT(PCR). 
Figure 44 is a restriction map of plasmid pBP-RT(ATG). 
Figure 45 is a restriction map of plasmid pBK-RTl 5(ATG). 
Figure 46 is a restriction map of plasmid pFBBH-His, 
20 ^ Figure 47 is a restriction map of plasmid pJB-His, 

Figure 48 is a restriction map of plasmid pJBDl lOE-His. 
Figure 49 is a restriction map of plasmid pDADl lOE. 
_ Figure 50 is a restriction map of plasmid pFBBD 1 lOE-His. 

Figure 51 is a restriction map of plasmid pDABEDs, 
25 Figure 52 is a restriction map of plasmid pDABD 1 lOEFfis, 

Figure 53 is a restriction map of plasmid pD AD 1 1 OEBHis. 
Figure 54 is a restriction map of plasmid pD AD 1 1 OEB 1 1 OE. 
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DETAILEb DESCRIPTION OF THE INVENTION 

Overview 

The present invention provides compositions and methods useful in 
overcoming the length limitations often observed during reverse transcription of 
nucleic acid molecules. Thus, the invention facilitates the production of fiill-length 
cDNA molecules not heretofore possible. 

In general, the invention provides compositions for use in rev^e 
transcription of a nudeic acid molecule comprising two or more, three or more, 
four or more, five or more, six or more, and the like, different polypeptides having 
reverse transcriptase activity. The compositions of the invention preferably 
comprise two to six, two to five, two to four, two to three, and more preferably 
comprise two, polypeptides having reverse transcriptase activity. The enzymes in 
these compositions are preferably present in working concentrations and are 
reduced or substantially reduced in RNase H activity, although mixtures of 
enzymes, some having RNase H activity and some reduced or substantially 
reduced in RNase H activity, may be used in the compositions of the invention. 
Alternatively, the reverse transcriptases used in the compositions of the invention 
may have RNase H activity. Preferred reverse transcriptases include M-MLV H' 
reverse transcriptase, RSVH" reverse transcriptase, AMVH" reverse transcriptase, 
RA V H* reverse transcriptase, MAV H' reverse transcriptase and HIV ff reverse 
transcriptase or other ASLV H" reverse transcriptases. 

The invention is also directed to methods for reverse transcription of one 
or more nucleic acid molecules comprising mixing one or more nucleic add 
templates, which is preferably RNA or messenger RNA (mRNA) and more 
preferably a population of mRNA molecules, with two or more polypeptide 
having reverse transcriptase activity (or with the compositions of the invention) 
and incubating the mixture under conditions sufficient to make a nucleic acid 
molecule or molecules complementary to all or a portion of the one or more 
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templates. Such nucleic add synthesis may be accomplished by sequential or 
simultaneous or separate addition of multiple reverse transcriptases. Preferably, 
two or more, three or more, four or more, five or more, six or more, and the Uke, 
reverse transcriptases are used, or a range of two to six, two to five, two to fijur, 
5 two to three and more preferably two, reverse transcriptases are used. To make 

the nucleic acid molecule or molecules complementary to the one or more 
templates, a primer (eg:, an oligo(dT) primer) and one or more nucleotides are 
used for nucleic acid synthesis in the 3' to 5' direction. Nucleic acid molecules 
suitable for reverse transaiption according to this aspect of the inv^tion include 

10 any nucleic acid molecule, partiailariy those derived fi-om a prokaryotic or 

eukaryotic cell. Such cells may include normal cells, diseased cells, transformed 
cells, established cells, progenitor cells, precursor cells, fetal cells, embryonic cells, 
bacterial cells, yeast cells, animal cells including human ceUs), avian cells, plant 
cells and the like, or tissue isolated from a plant or an animal {e.g., human, cow, 

15 pig, mouse, sheep, horse, monkey, canine, feline, rat, rabbit, bird, fish, insect, 

etc.). Such nucleic acid molecules may also be isolated from viruses. 

The invention fiirther provides methods for amplifying or sequencing a 
nucleic acid molecule comprising contacting the nucleic acid molecule with two 
or more polypeptides having reverse transcriptase activity (or with the 

20 compositions of the invention). Such reactions may be accomplished by sequential 

or simultaneous or separate addition of the two or more polypeptides having 
reverse transcriptase activity to the reaction mixtures. Preferred such methods 
comprise one or more polymerase chain reactions (PCRs). 

The invention also provides cDNA molecules or amplified nucleic acid 

25 molecules produced according to the above-described methods, vectors 

(particularly expression vectors) comprising these cDMA molecules or amplified 
nucleic acid molecules, and recombinant host cells comprising such cDNA 
molecules, amplified nucleic acid molecules or vectors. The invention also 
provides methods of producing a polypeptide comprising culturing these 
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recombinant host cells and isolating the polypeptide, and provides a polypeptide 
produced by such methods. 

The invention also provides kits for use in accordance vnth the invention. 
Such kits comprise a carrier meains, such as a box or carton, having in close 

- 5 confinement therein one or more container means, such as vials, tubes, bottles and 

the like,' wherein the kit comprises, in the same or different containers, two or 
more polypeptides having reverse transcriptase activity. The kits of the invention 
may also comprise, in the same or different containers, one or more DNA 
polymerases, a suitable buffer and/or one or more nucleotides (such as 

10 deoxynucleoside triphosphates (dNTPs)). 

The invention also concerns a substantially pure RS V reverse transcriptase 
(RSV RT), which may or may not be reduced or substantially reduced in RNase 
H acti\dty. Such RSV RTs may comprise one or more subunits (or derivatives, 
variants, fragments or mutants thereof) selected from one or more a subunits, one 

15 or more P subunits, and one or more Pp4 subunits, any or all of which may or may 

not be reduced or substantially reduced Jn RNase H activity. In one preferred 
aspect of the invention, the RSV RT may comprise an a subunit reduced or 
substantially reduced in RNase H activity and a p subunit having RNase H activity 
(i.e., RSV aH' pH^ RT). In a preferred aspect of this embodiment, the gene 

20 encoding the a subunit has been modified or mutated to reduce RNase H activity 

while the gene encoding the P subunit has not been mutated or modified in this 
manner. Such mutations or modifications are preferably made vdthin the RNase 
H domain of the a subunit. Unexpectedly, the phaiotype of this construct showed 
substantially reduced (i.e., approximately 5% of wild^ype) RNase H activity. In 

25 another preferred aspect, the RSV RT may comprise an a subunit reduced or 

substantially reduced in RNase H activity and a p subunit also reduced or 
substantially reduced in RNase H activity (/.e., RSV aHVpH' RT). In another 
preferred aspect, the RSV RT may comprise two P subunits, either or both of 
which may or may not be reduced or substantially reduced in RNAse H activity 
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(Le,, RSV pHVpff RT; RSV pHVplT RT; or RSV plT/pH" RT). In another 
preferred aspect, the RSV RT may comprise a single a subunit, which may or may 
not be reduced or substantially reduced in RNAse H activity (i.e., RSV aff RT 
or RSV aH"^ RT). In another preferred aspect, the RSV RT may comprise one or 

5 more Pp4 subunits, any or ail of which may or may not be reduced or substantially 

reduced in RNAse H activity (e.g., RSV pp4H7pp4H- RT; RSV pp4HYpp4H" 
RT; RSV pp4Fr/pp4ir RT; ^V aH7pp4H" RT; RSV aH7pp4H" RT; RSV 
aH7pp4H- RT; RSV aH^/pp4H RT; RSV pHVpp4H" RT^ 
RSV pFr/Pp4H* RT; RSV pFr/pp4H'^ RT; eic.y. As will be recognized, 

10 derivatives, variants, fragments or mutants of any or all of the above subunits may 

also be used in accordance with the invention. 

In a rdated aspect of the invention, \diere the RSV RTs comprise two or 
more subunits (or derivatives, variants, fragments or mutants thereof) and 
preferably comprise two subunits (e.g., a dimcc), at least one but preferably not 

15 all of these subunits may be modified or mutated to reduce, substantially reduce 

or eUminate the polymerase activity of at least one subunit (e.g., pol-). In a 
preferred aspect, for an RSV RT which comprises an a and p subunit, the P 
subunit has been modified or mutated (preferably by recombinant techniques) to 
reduce, substantially reduce or eliminate the polymerase activity while the 

20 polymerase activity of the a subumt has not be«i mutated or modified in this 

manner. Preferably, the a subumt of such RSV RT has also been modified or 
mutated to reduce or substantially reduce RNase H activity while the p subunit has 
not been mutated or modified in this manner. Such a construct may be designated 
aH-/pH+ pol-. Any number of combinations of subunits can be prepared in which 

25 mutations or modifications are made in one subunit of a two subunit enzyme, and 

these constructs may be combined with other modifications or mutations, such as 
those which reduce or substantially reduce RNase H activity. Illustrated examples 
include but are not limited to RSV aH-/pH- pol-; RSV aH+/pH+ pol-; 
RSV aH- pol-/pH+; RSV aH- pol-/pH-; RSV aH+ pol-/pH+; RSV pH-/pH- pols 
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RSV pH-/pH+ pols RSV PH+/pH+ pol-; RSV Pp4H-/pp4H- pol-; 
RSV pp4H-/Pp4H+ pols RS V Pp4H+/pp4H+ pol-; RSV ctH-/Pp4H- pol-; RSV 
aH+/pp4H+ pol-; RSV aH+/pp4H- pols RSV pH-/pp4H+ pols 
RSV pH-/Pp4H-i- pols RSV pH+/pp4H- pols etc. In a preferred aspect, the 
polymerase domain of the subunit is modified or mutated (one or more point 
mutations, deletion mutations and/or insertion mutations) by recombinant 
techniques. In another aspect, the nucleotide binding site of the polymerase 
domain is modified or mutated. In a preferred aspect, one or more acidic amino 
adds wthin the nucleotide binding site are substituted vAth different amino acids. 
Piarticularly preferred amino acids within the nucleotide binding site for mutation 
or modification include, but are not limited to, Asp^*", Leu****, Lys*^, and Asp"^ 
or the corresponding amino acid sequence. 

The invention also relates to methods of producing the RSV RTs of the 
invention, which methods comprise obtaining a host cdl comprising a nucleic acid 
sequence encoding one or more a subunits (or derivatives, variants, fragments or 
mutants thereof) and/or a nucleic acid sequence encoding one or more P subunits 
(or derivatives, variants, fragments or mutants thereof) and/or a nucleic acid 
sequence encoding one or more Pp4 subunits (or derivatives, variants, fragments 
or mutants thereof), and culturing the host cell under conditions sufficient to 
produce the RSV RTs of the invention. The nucleic acid sequences encoding sudi 
a subunit(s) and/or such P subunit(s) and/or such pp4 subunit(s) may be contained 
in the same vector or in different vectors. In accordance wth the invention, such 
a subunit(s) and/or p subunit(s) and/or pp4 subunit(s) may be produced separately 
and mixed before or after isolation of each subunit to form the RSV RTs of the 
invention. Alternatively, such a and/or P subunits and/or Pp4 subunits may be 
expressed simultaneously (/,«., co-expressed) in the same host cell, thereby 
producing an RSV RT comprising ati a and a P subunit, an a subunit alone, a P 
subunit alone, a Pp4 subunit alone, a P subunit and a Pp4 subunit, two p subunits, 
or two pp4 subunits, or derivatives, variants, fragments or mutants thereof In a 
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preferred aspect, the a subuhit (or derivatives, variants, fragments or mutants 
thereof) is simultaneously ejq)ressed in a host cell with the p subunit (or 
derivatives, variants, fragments or mutants thereof). In a related aspect of the 
invention, the p or Pp4 subunits (or derivatives, fragments or mutants thereof) 

5 may be expressed in a host or host cell which accomplishes in vivo processing of 

some or all of such P or pp4 subunits to form the corresponding a subunit. The 
presence of both the P and the a subunits allows in vivo formation of an RSV RT 
which comprises an ct and a p subunit. Such in vivo processing is preferably 
accomplished by expressing the p and/or pp4 subunits (or derivatives, variants, 

10 fragments or mutants thereof) in a host cell, which may be prokaryotic or 

eukaryotic, having appropriate processing enzymes or proteins which deave such 
p or Pp4 subunits to form a corresponding a subunit. Such processing enzymes 
or proteins may be introduced and expressed in the host system by recombinant 
means or may exist naturally in the host system. Preferred hosts for in vivo 

15 processing include eukaryotic cells or organelles such as yeast, fiingi, plants, 

animals, insects, fish, and the like. iRecombinant systems (vectors, expression 
vectors, promoters, etc) which allow cloning of the P or Pp4 subunits (or 
derivatives, fragments or mutants thereof) for in vivo processing are v^ell known 
to one of ordinary skill in the art. As noted above, any or all of the a and/or p 

20 and/or Pp4 subunits of the RSV RT (or derivatives, variants, fragments or mutants 

thereof) produced by these recombinant techniques may be reduced or 

substantially reduced in RNase H activity. 

> 

These RSV RTs or subunits thereof may then be isolated from the host 
cell, and may be substantially purified by any method of protein purification that 
25 be familiar to those of ordinary skill in the art (e.g:, chromatography, 

electrophoresis, dialysis, high-salt precipitation, or combinations thereof). The 
invention also relates to kits comprising one or more of the RSV RTs of the 
invention. 



^ 
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The invention also concerns a substantially pure Avian Myeloblastosis 
Virus reverse transcriptase (AMV RT), which may or may not be reduced or 
substantially reduced in RNase H acti\dty. Such AMV RTs may comprise one or 
more subunits selected from one or more a subunits, one or more p subunits, and 
5 one or more Pp4 subunits (or derivatives, variants, fragments or mutants thereof), 

any or all of which may or may not be reduced or substantially reduced in RNase 
H activity. In one preferred aspect of the invention, the AMV RT may comprise 
an a subunit reduced or substantially reduced in RNase H activity and a p subunit 
having RNase H activity (Le., AMV ccH' pH* RT). In a particularly preferred 

10 aspect of tWs embodiment, the gene encoding the a subunit has been modified or 

mutated to reduce RNase activity (preferably within the RNase H domsdn) while 
the gene encoding the P subunit has not been modified or mutated to aflfect 
RNase H activity. Unexpectedly, this construct demonstrates a phenotype in 
which the RNase H activity of the AMV RT comprising the a subunit and the P 

15 . subunit is substantially reduced in RNase H activity (/.e,, approximately 5% of 
wildtype). In another preferred aspect, the AMV RT may comprise an a subunit 
reduced or substantially reduced in RNase H activity and a P subunit also reduced 
orsubstantiallyreduced in RNase H activity (/.e, AMV aHVpHRT). Inanother 
preferred aspect, the AMV RT may comprise two P subunits, either or both of 

20 which may or may not be reduced or substantially reduced in RNAse H activity 

(Le., AMV pH/pH- RT; AMV pH /pH" RT; or AMV pHVpH" RT). In another 
preferred aspect, the AMV RT may comprise a single a subunit, which may or 
may not be reduced or substantially reduced in RNAse H activity {i.e., AMV aH* 
RT or AMV aH^ RT). In another preferred aspect, the AMV RT may comprise 

25 one or more Pp4 subunits, any or all of which may or may not be reduced or 

substantially reduced in RNAse H acti\ity (e.g., AMV pp4H7Pp4H" RT; AMV 
Pp4H7pp4H" RT; AMV Pp4H7Pp4H^ RT; AMV aH-/pp4H^ RT; AMV 
aH7pp4H" RT; AMV aH7Pp4H- RT; AMV aHVPp4H- RT; AMV pHVPp4H- 
RT; AMV pH7pp4H' RT; etc.). 
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In a related aspect of the invention, where the AMV RTs comprise two or 
more subunits (or derivatives, variants, fragments or mutants thereof) and 
preferably comprise two subunits (e.g., a dimer), at least one but preferably not 
ail of these subunits may be modified or mutated to reduce, substantially reduce 
or eliminate the polymerase acti\dty of at least one subunit (e.g., pol-). In a 
prefeired aspect, for an AMV RT which comprises an a and p subunit, the p 
subunit has been modified or mutated (preferably by recombinant techniques) to 
reduce, substantially reduce or eliminate the polymerase activity while the 
polymerase activity of the a subunit has not been mutated or modified in this 
matmer. Preferably, the a subunit of such AMV RT has also been modified or 
mutated to reduce or substantially reduce RNase H activity while the P subunit has 
not been mutated or modified in this manner. Such a construct may be designated 
aH-/pH+ pol-. Any number of combinations of subunits can be prepared in which 
mutations or modifications are made in one subunit of a two subunit enzyme, and 
these constructs may be combined with other modifications or mutations, such as 
those which reduce or substantially reduce RNase H activity. Illustrated examples 
include but are not limited to AMV aH-/pH- pol-; AMV aH+/pH+ pol-; 
AMV aH- poU/pH+; AMV aH- pol-/pH-; AMV aH+ pol-/pH+; AMV pH-/pH- 
pol-; AMV pH-/pH+ pol-; AMV pH+/pH+ pol-; AMV pp4H-/pp4H- pol-; 
AMV Pp4H./pp4H+ pol-; AMV pp4H+/Pp4H+ pol-; AMV aH-/pp4H- pol-; 
AMV aH+/pp4H4- pol-; AMV aH+/pp4H- pol-; AMV PH-/Pp4H+ pol-; 
AMV pH-/pp4H+ pol-; AMV pH+/pp4H- pol-; etc. In a preferred aspect, the 
polymerase domain of the subunit is modified or mutated (one or more point 
mutations, deletion mutations and/or insertion mutations) by recombinant 
techniques. In another aspect, the nucleotide binding site of the polymerase 
domain is modified or mutated. In a preferred aspect, one or more acidic amino 
acids within the nucleotide binding site are substituted with different amino acids. 
Particularly preferred aniino acids within the nucleotide binding site for mutation 
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or modification include, but are not limited to, Asp'^, Leu^***, Lys'^, and Asp"**, 
or the corresponding amino acid sequence. 

The invention also relates to methods of producing the AMV RTs of the 
invention, which methods comprise obtaining a host cell comprising a nucleic acid 
5 sequence encoding one or more a subunits (or derivatives, variants, fi-agments or 

muUnts thereoO and/or a nucleic acid sequence encoding one or more p subunits 
(or derivatives, variants, fi-agments or mutants thereof) and/or a nucleic add 
sequence encoding one or more pp4 subunits (or derivatives, variants, firagments 
or mutants thereoQ, and culturing the host cell under conditions suffident to 

10 produce the AMV RTs. The nucleic acid sequences encoding such a subunit[s) 

and/or such P subunit(s) and/or such pp4 subunit(s) may be contained in the same 
vector or in different vectors. In accordance with the invention, such a subunit(s) 
and/or P subunit(s) and/or Pp4 subunit(s) may be produced separately and mixed 
before or afl;er isolation of each subunit to form the AMV RTs of the inventioa 

15 Alternatively, such a and/or p and/or Pp4 subunits may be expressed 

simultaneously (/.e., co-expressed) in the same host cell, thereby producing an 
AMV RT comprising an a and a P subunit, an a subunit alone, a P subunit alone, 
a pp4 subunit alone, a p subunit and a Pp4 subunit, two P subunits, or two Pp4 
subunits, or derivatives, variants, fragments or mutants thereof In a preferred 

20 aspect, the a subunit is simultaneously expressed in a host cell with the p subunit. 

In a related aspect of the invention, the P or pp4 subunits (or derivatives, variants, 
fragments or mutants thereof) may be expressed in a host or host cell which 
accomplishes in vivo processing as described above for production of RSV RTs, 
Thus, by expressing a p subunit and/or a Pp4 subunit (or derivatives, fragments 

25 or mutants thereof) in a host system which has appropriate processing enzymes 

or proteins, the corresponding a subunit may be produced allowng formation of 
an AMV RT which comprises an a and a p subunit, an a and a pp4 subiinit, etc. 
As noted above, any or all of the a and/or P and/or Pp4 subunits (or derivatives, 
variants, fragments or mutants thereof) of the AMV RT may be reduced or 
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substantially reduced in RNase H activity. These AMV RTs or subunits thereof 
may then be isolated from the host cell and may be substantially purified by those 
methods described above for purification of RS V RTs. The invention also relates 
to kits comprising one or more of the AMV RTs of the invention. 

The invention also relates to other substantidly pure ASLV reverse 
transoiptases, which may or may not be reduced or substantially reduced in 
RNase H activity. Such ASLV RTs may comprise one or more subunits (or 
derivatives, variants, fragments or mutants thereof selected from one or more a 
subunits, one or more p subunits, and one or more pp4 subunits, as desaibed for 
RS V RT and AMV RT above. The invention also relates to methods of producing 
such ASLV RTs of the invention as described above for RS V RT and AMV RT. 

The invention also concerns the RSV reverse transcriptases and AMV 
reverse transcriptases or other ASLV reverse transcriptases and subunits thereof 
(and derivatives, variants, fragments and mutants thereof) of the invention which 
have functional activity, as measured by the ability of the proteins to produce first 
strand cDNA from a mRNA template. Such functional activity may be measured 
in accordance with the invention based on the total fiill-length reverse transcribed 
product made during the synthesis reaction. The amount of product is preferably 
measured based on the mass (eg:, nanograms) of products produced, although 
other means of measuring the amount of product will be recognized by one of 
ordinary skill in the art. Additionally, functional activity may be measured in terms 
of the percentage of full-length products produced during a cDNA synthesis 
reaction. For example, the percent fiill-length fiinctional activity may be 
determined by dividing the amount of full-length product by the amount of total 
product produced during a cDNA synthesis reaction and multiplying the result by 
1 00 to obtain the percentage. The RSV and AMV reverse transcriptases and their 
subunits (and derivatives, variants, fragments and mutants thereoQ of the invention 
produce greater than about 4%, preferably greater than about 5%, more preferably 
greater than about 7.5%, still more preferably greater than about 10%, still more 
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preferably greater than about 20%, and most preferably greater than about 25%, 
full-length cDNA in a nucleic acid synthesis reaction. Preferred ranges of such 
percentages indude about 5% to about 1G0%, about 7,5% to about 75%, about 
7.5% to about 50%, about 10% to about 50%, about 15% to about 40%, about 

5 20% to d)out 40%, and about 20% to about 50%. Functional activity may also 

be measured in accordance with the invention by detemuning the percentage of 
total cDNA product compared to the amount of input mRNA in the synthesis 
reaction. Thus, the total amount of cDNA product is divided by the amount of 
input mRNA, the result of which is multiplied by 100 to determine the percentile 

10 functional activity associated with amount of product produced compared to 

amount of the template used. Preferably, the reverse transcriptases of the 
invention produce greater th^ about 15%, more preferably greater than about 
20%, still more preferably greater than about 25%, still more preferably greater 
than about 3 0%, and most preferably greater than about 40%, of cDN A compared 

15 to input mRNA in the cDNA synthesis reaction. Preferred ranges of such 

percentages include about 5% to about 100%, about 10% to about 80%, about 
15% to about 80%, about 15% to about 75%, about 20% to about 75%, about 
20% to about 70%, about 25% to about 75%, about 25% to about 70%, about 
25% to about 60%, and about 25% to about 50%, The AMV and RS V reverse 

20 transcriptases and their subunits (and derivatives, variants, firagments and mutants 

thereof) of the invention preferably have specific activities greater than about 5 
units/mg, more preferably greater than about 50 units/mg, still more preferably 
greater than about 100 units/mg, 250 units/mg, 500 units/mg, 1000 units/mg, 
5000 units/mg or 10,000 units/mg, and most preferably greater than about 

25 1 5,000 units/mg, greater than about 16,000 units/mg, greater than about 17,000 

units/mg, greater than about 1 8,000 units/mg, greater than about 19,000 units/mg 
and greater than about 20,000 units/mg. Preferred ranges of specific activities for 
the AMV and RS V RTs and their subunits (or derivatives, variants, firagments or 
mutants thereoQ of the invention include a specific activity from about 5 units/mg 
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to about 140,000 units/irig, a specific activity from aibout 5 units/mg to about 
125^000 units/mg, a specific activity of fi-om about 50 units/mg to about 100,000 
units/mg, a specific activity fi^om about 1 00 units/mg to about 1 00,000 units/mg, 
a specific activity from about 250 units/mg to about 100,000 units/mg, a specific 
5 activity from about 500 units/mg to about 100,000 units/mg, a specific activity 

from about 1000 units/mg to about 100,000 units/mg, a specific activity from 
about 5000 units/mg to about 100,000 units/mg, a specific activity from about 
10,000 units/mg to about 100,000 units/mg, aspecific activity from about 25,000 
units/mg to about 75,000 units/mg. Other preferred ranges of specific activities 

10 include a specific activity of from about 20,000 units/mg to about 140,000 

units/mg, a specific activity from about 20,000 units/mg to about 130,000 
uiiits/mg, a specific activity from about 20,000 units/mg to about 120,000 
units/rag, a specific activity from about 20,000 units/mg to about 110,000 
units/mg, a specific activity from about 20,000 units/mg to about 100,000 

15 units/mg, a specific activity from about 20,000 units/mg to about 90,000 units/mg, 

a spedfic activity from about 25,000 units/mg to about 140,000 units/mg, a 
specific activity from about 25,000 units/mg to about 1 30,000 units/mg, a specific 
activity from about 25,000 units/mg to about 120,000 units/mg, a specific activity 
from about 25,000 units/mg to about 1 10,000 units/mg, a specific activity from 

20 about 25,000 units/mg to about 100,000 units/mg, and a specific activity from 

about 25,000 units/mg to about 90,000 units/mg. Preferably, the lower end of the 
specific activity range may vary from 30,000, 35,000, 40,000, 45,000, 50,000, 
5,000, 60,000, 65,000, 70,000, 75,000, and 80,000 units/mg, while the upper end 
of the range may vary from 150,000, 140,000, 130,000, 120,000, 110,000, 

25 100,000, and 90,000 units/mg. In accordance with the invention, specific activity 

is a measurement of the enzymatic activity (in units) of the protein or enzyme 
relative to the total amount of protein or enzyme used in a reaction. The 
measurement of a specific activity may be determined by standard techniques well- 
known to one of ordinary skill in the art. Preferred assays for determining the 
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spedfic activity of an enzyme or protein are desoibed in detail in the Examples 
below. 

The RSV RTs and AMV RTs or other ASLV RTs and their subunits (or 
derivatives, variants, fragments or mutants thereof of the invention may be used 
to make nucleic acid molecules from one or more templates. Such methods 
comprise mixing one or more nucleic acid templates (e.^., mRNA, and more 
preferably a population of mRNA molecules) vnih one or more of the RSV RTs 
and/or one or more AMV RTs and/or other ASLV RTs of the invention and 
incubating the mixture under conditions suffident to make one or more nucleic 
acid molecules complementaty to all or a portion of the one or more nucleic add 
templates. 

The invention also relates to methods for the amplification of one or more 
nucleic acid molecules comprising mixing one or more nucleic acid templates with 
one or more of the RSV RTs and/or one or more of the AMV RTs and/or other 
ASLV RTs of the invention and optionally wth one or more DNA poljrmerases, 
and incubating the mixture under conditions sufficient to amplify one or more 
nucleic acid molecules complementary to all or a portion of the one or more 
nucleic add templates. 

The invention also concerns methods for the sequencing of one or more 
nucleic acid molecules comprising (a) mixing one or more nucleic acid molecules 
to be sequenced with one or more primer nucleic acid molecules, one or more 
RSV RTs and/or one or more AMV RTs and/or other ASLV RTs of the 
invention, one or more nucleotides and one or more terminating agents; (b) 
incubating the mixture under conditions sufficient to synthesize a population of 
nucleic add molecules complementary to all or a portion of the one or more 
nucleic add molecules to be sequenced; and (c) separating the population of 
nucleic acid molecules to determine the nucleotide sequence of all or a portion of 
the one or more nucleic add molecules to be sequenced. 
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The invention also coneems methods for elevated- or high-temperature 
reverse transcription of a nucleic acid molecule comprising (a) mixing a nucleic 
acid template (preferably an RNA {e.g,, a mRNA molecule or a polyA+ RNA 
molecule) or a DNA molecule) with one or more polypeptides having reverse 
transcriptase activity; and (b) incubating the mbcture at a temperature of 50**C or 
greater and under conditions sufficient to make a first nucleic acid molecule (such 
as a full length cDNA molecule) complementary to all or a portion of the nucleic 
add template. In preferred such methods, the mbcture is incubated at a 
temperature of about 51**C or greater, about 52**C or greater, about 53**C or 
greater, about 54*'C or greater, about SS^'C or greater, about 56**C or greater, 
about 57**G or greater, about 58**C or greater, about 59**C or greater, about 60 ''C 
or greater, about 61 **C or greater, about 62**C or greater; or at a temperature 
range of from about SOX to about 70^C, about 5 r C to about 70**C, about 52**C 
to about 70 ""C, about 53^*0 to about 70°C, about 54"C to about 70^*0, about 
55X to about 70X, about 55°C to about 65X, about 56X to about eS^'C, 
about 56**C to about 64*C or about 56**C to about 62°C. The invention is also 
directed to such methods which further comprise incubating the first nucleic acid 
molecule under conditions sufficient to make a second nucleic add molecule 
complementary to all or portion of the first nucleic acid molecule. According to 
the invention, the first and second nucleic acid molecules produced by these 
methods may be DNA molecules, and may form a double stranded DNA molecule 
which may be a full length cDNA molecule. The one or more polypeptides ha\mig 
reverse transcriptase activity that are used in these methods preferably are reduced 
or substantially reduced in RNase H activity, and may be selected fi-om the group 
consisting of one or more subunits of AMV reverse transcriptase and one or more 
subunits of RSV reverse transcriptase and one or more subunits of other ASLV 
reverse transcriptases (or derivatives, variants, fragments or mutants thereof). 
As noted above, such AMV RTs or RSV RTs or other ASLV RTs may comprise 
one or more a subunits, one or more P subunits, and/or one or more pp4 subunits. 
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any or all of v^4iich subumts may be reduced or substantially reduced in RNase H 
activity. Particularly preferred polymerases having RT activity for use in these 
methods are those RSV RTs and AMV RTs or other ASLV RTs and their 
subunits (or derivatives, variants, fragments or mutants thereof) described above. 

The invention also concerns nucleic acid molecules produced by sudi 
methods (which may be full-length cDNA molecules), vectors (particularly 
expression vectors) comprising these nucleic acid molecules and host cells 
comprising these vectors and nucleic acid molecules. 

Sources of Enzymes 

Enzymes for use in the compositions, methods and kits of the invention 
include any enzyme having reverse transcriptase activity. Such enzymes indude, 
but are not limited to, retroviral reverse transcriptase, retrotransposon reverse 
transcriptase, hepatitis B reverse transcriptase, cauliflower mosaic virus reverse 
transcriptase, bacterial reverse transcriptase, Tth DNA polymerase. Tag DNA 
polymerase (Saiki, R.K,, etaL, Science 2JP:487-491 (1988;; U,S. Patent Nos. 
4,889,818 and 4,965,188), Tne DNA polymerase (WO 96/10640), Tma TfNA 
polymerase (U. S, Patent No. 5,374,553) and mutants, fragments, variants or 
derivatives thereof (see, e.g., commonly owned, co-pending U.S. Patent 
Application Nos. 08/706,702 and 08/706,706, both filed September 9, 1996, 
which are incorporated by reference herein in their entireties). As will be 
understood by one of ordinary skill in the art, modified reverse transcriptases may 
be obtained by recombinant or genetic engineering techniques that are routine and 
well-known in the art. Mutant reverse transcriptases can, for exajtnple, be 
obtained by mutating the gene or genes encoding the reverse transcriptase of 
interest by site-directed or random mutagenesis. Such mutations may include 
point mutations, deletion mutations and insertional mutations. Preferably, one or 
more point mutations (^.^., substitution of one or more amino acids with one or 
more different amino acids) are used to construct mutant reverse transcriptases of 



-33- 

the invention. Fragments of reverse transcriptases naay be obtained by deletion 
mutation by recombinant techniques that are routine and well-known in the art, or 
by enzymatic digestion of the reverse transcriptase(s) of interest using any of a 
number of welWcnown proteolytic enzymes. 

Preferred enzymes for use in the inv«ition include those that are reduced 
or substantially reduced in RNase H activity. Such enzymes that are reduced or 
substantially reduced in RNase H activity may be obtained by mutating the RNase 
H domain vdthin the reverse transcriptase of interest, preferably by one or more 
point mutations, one or more deletion mutations, and/or one or more insertion 
mutations as described above. By an enzyme "substantially reduced in RNase H 
acti\dty" is meant that tiie enzyme has less than about 30%, less than about 25%, 
20%, more preferably less than about 15%, less than about 10%, less than about 
7.5%, or less than about 5%, and most preferably less than about 5% or less than 
about 2%, of the RNase H activity of the corresponding wildtype or RNase 
enzyme such as vdldtype Moloney Murine Loikemia Virus (M-MLV), Avian 
Myeloblastosis Virus (AMV) or Rous Sarcoma Virus (RSV) reverse 
transcriptases. The RNase H zctiviiy of any ensgrme may be determined by a 
variety of assays, such as those described, for example, in U.S. Patent No. 
5,244,797, in Kotewicz, ML., et al, NucL Acids Res, 16:265 (1988), in Gerard, 
G.F., et al, FOCUS 14(5):9\ (1992), and in U.S. Patent No. 5,668,005, the 
disclosures of all of which are folly incorporated herein by reference. 

Particularly preferred enzymes for use in the invention include, but are not 
limited to, M-MLV H' reverse transcriptase, RSV H' reverse transcriptase, AMV 
H* reverse transcriptase, RAV H" reverse transcriptase, MAV H' reverse 
transcriptase and HIV H' reverse transcriptase. It will be understood by one of 
ordinary skill, however, that any enzyme capable of producing a DNA molecule 
from a ribonucleic acid molecule (i.e., having reverse transcriptase; activity) that 
is substantially reduced in RNase H activity may be equivalently used in the 
compositions, methods and kits of the invention. 
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Enzymes used in the invention may have distinct reverse transcription 
pause sites with respect to the template nucleic acid. Whether or not two enzymes 
have distinct reverse transcription pause sites may be determined by a variety of 
assays, including, for example, electrophoretic analysis of the chain lengths of 
DNA molecules produced by the two enzymes (Weaver, D.T,, and DePamphilis, 
M.L., 1 BioL Chem. 257(4)2015-20^6 (1982); Abbots, J., et ai, 1 BioL Chem, 
268(14): 103 12-10323 (1993)), or by other assays that will be familiar to one of 
ordinary sidll in the art. As desaibed above, these distinct transcription pause 
sites may represent secondary structural and sequence barriers in the nucleic acid 
template which occur frequentiy at homopolymer stretches. Thus, for example, 
the second enzyme may reverse transcribe to a point (e^,, a hairi/in) on the 
template nudeic acid that is proximal or distal (/.e., 3' or 5*) to the point to which 
the first enzyme reverse transcribes the template nucleic add. This combination 
of two or more enzymes having distinct reverse transcription pause sites fadiitates 
production of fiill-length cDNA molecules since the secondary structur^U and 
sequence barriers maybe overcome. Moreover, the elevated- or high-temperature 
reverse transcription of the invention may also assist in overcoming secondary 
structural and sequence barriers during nucleic acid synthesis. Thus, the elevated- 
or high-temperature synthesis may be used in combination with the two or more 
reverse transcriptases (preferably using an AMV RT, an R5 V RT or other ASLV 
RT) to facilitate full-length cDN A synthesis. 

A variety of DNA polymerases are usefiil in accordance with the present 
invention. Such polymerases include, but are not limited to, Thermus 
thermophilus(Tth) DNA polymerase, Thermus aqmiicus (Tag) DNA polymerase, 
Thermotoga neapoliiana (Tne) DNA polymerase, Thermotoga maritima (Tma) 
DNA polymerase, Thermococcus liioralis (Tli or VENT™) DNA polymerase, 
Pyrococcus furidsis (Pfu) DNA polymerase, DEEPVENT^ DNA polymerase, 
Pyrococcus woosii (Pwo) DNA polymerase, Bacillus sterothermophilus (Bst) 
DNA polymerase. Bacillus caldophilus {Bed) DNA polymerase, Sulfolobus 
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acidocaldarius (Sac) DNA polymerase, Thermoplasma acidophilum (Tac) DNA 
jpolymerase, Thermus fla\nis {Tfl/Tub) DNA polymerase, Thermus ruber (Tru) 
DNA polymerase, Thermus brocldanus (DYNAZYME™) DNA polymerase, 
Methanobacterium thermoauiotrophicum (Mih) DNA polymerase, 
5 Mycobacterium spp. DNA polymerase (M/A, Mlep\ and mutants, variants and 

derivatives thereof 

DNA polymerases used in accordance with the invention may be any 
enzymie that can synthesize a DNA molecule from a nudeic acid template, 
typically in the 5' to 3* direction. Such polymerases may be mesophilic or 

10 thermophilic, but are preferably thermophilic. Mesophilic polymerases include T5 

. DNA polymerase, T7 DNA polymerase, Kleiiow fragment DNA polymerase, 
DNA polymerase HI, and the like. Preferred DNA polymerases are thermostable 
DNA polymerases such as Taq, Tne, Tma, Pfu, VENT™, DEEPVENTT™, Tth 
and mutants, variants and derivatives thereof (U.S. Patent No- 5,436,149; U.S. 

15 Patent No. 5,512,462; WO 92/06188; WO 92/06200; WO 96/10640; Barnes, 

W.M, Gene 7/2:29-35 (1992); Lawyer, F,C., et al,, PCRMeth. AppL 2:275-287 
(1 993); Flaman, J.-M., et aL, NucL Acids Res 22(75^:3259-3260 (1994)). For 
amplification of long nucleic acid molecules (e.g., nucleic acid molecules longer 
than about 3-5 Kb in length), at least two DNA polymerases (one substantially 

20 lacking 3' exonuclease activity and the other having 3* exonuclease activity) are 

typically used. See U S. Patent No. 5,436,149; U.S. Patent No. 5,512,462; 
Barnes, WM.^Gene 772:29-35 (1992); and commonly owned, co-pending U.S. 
Patent Application No. 08/801,720, filed Februaiy 14, 1997, the disclosures of all 
of which are incorporated herein in their entireties. Examples of DNA 

25 polymerases substantially lacking in 3' exonuclease activity include, but are not 

limited to. Tag, 7>ie(exo'), Tma, Pfu{em\ Pwo and Tth DNA polymerases, and 
mutants, variants and derivatives thereof Nonlimiting examples of DNA 
polymerases having 3* exonuclease activity indude T^^/DEEPVENT™ and 
77//VENT™ and mutants, variants and derivatives thereof 
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Polypeptides having reverse transcriptase activity for use in the invention 
niay be obtained commercially, for example from Life Technologies, Inc. 
(Rockville, Maryland), Pharmacia (Piscataway, New Jersey), Sigma (S^unt Louis, 
Missouri) or Boehringer Marmheim Biochemicals (Indianapolis, Indiana). 
5 Alternatively, polypeptides ha\ing revise transoiptase activity may be isolated 

from their natural wal or bacterial sources according to standard procedures for 
isolatiiig and purifying natural proteins that are well-known to one of ordinary sfdll 
in the art {see, e.g., Houts, G.E., etal, l ViroL 29:5X1 (1979)). In addition, the ^ 
polypeptides ha\ing reverse transcriptase activity may be prepared by recombinant 

10 DNA techniques that are familiar to one of ordinary skill in the art (see^ e.g., 

Kotewicz, M.L., e/ai, M/c/,^c/^i?e5. /d:265 (1988); Solti 
A-M.. Proc. NatL Acad ScL USA «J:3372-3376 (1988)). 

DNA polymerases for use in the invention may be obtained commercially, 
for example from Life Technologies, Inc. (Rockville, Maryland), Perkin-Elmer 

15 (Branchburg, New Jersey), New England BioLabs (Beveriy, Massachusetts) or 

Boehringer Mannheim Biochemicals (Indianapolis, Indiana). 

t 

■ ■ / 
Formulation of Enzyme Compositions 

To form the compositions of the present invention, two or more reverse 

transcriptases are preferably admixed in a buffered salt solution. One or more 

20 DNA polymerases and/or one or more nucleotides may optionally be added to 

make the compositions of the invention. More preferably, the enzymes are 
provided at working concentrations in stable buffered salt solutions, ^The terms 
"stable" and "stability" as used herein generally mean the retention by a 
composition, such as an enzyme composition, of at least 70%, preferably at least 

25 80%, and most preferably at least 90%, of the original enzymatic activity (in units) 

after the enzyme or composition containing the enzyme has been stored for about 
one week at a temperature of about 4°C, about two to six months at a 
temperature of about -20 *C, and about six months or longer at a temperature of 
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about -80**C. As used herein, the term "working concentration" means the 
concentration of an enzyme that is at or near the optimal concentration used in a 
solution to perform a particular function (such as reverse transcription of riucleic 
adds). 

The water used in forming the compositions of the present invention is 
preferably distilled, deionized and sterile filtered (through a 0.1-0.2 micrometer 
filter), and is free of contamination by DNase and RNase enzymes. Such water 
is aviailable commercially, for example fi-om Sigma Chemical Company (Saint 
Louis, Missouri), or may be made as needed according to methods well known to 
those skiUed in the art. 

In addition to the enzyme components, the present compositions preferably 
comprise one or more buffers and cofactors necessary for synthesis of a nucleic 
acid molecule such as a cDNA molecule. Particularly preferred buffm for use in 
forming the present compositions are the acetate, sulfate, hydrochloride, 
phosphate or firee acid forms of Tris-(hydroxymethyl)aminomethane (TRIS®), 
although alternative buffers of the same approximate ionic strength and pKa as 
TRIS® may be used with equivalent results. In addition to the buffer salts, 
cofactor salts such as those of potassium (preferably potassium chloride or 
potassium acetate) and magnesium (preferably magnesium chloride or magnesium 
acetate) are included in the compositions. Addition of one or more carbohydrates 
and/or sugars to the compositions and/or synthesis reaction mixtures may also be 
advantageous, to support enhanced stability of the compositions and/or reaction 
mixtures upon storage. Preferred such carbohydrates or sugars for inclusion in the 
compositions and/or synthesis reaction mixtures of the invention include, but are 
not limited to, sucrose, trehalose, and the like. Furthermore, such carbohydrates 
and/or sugars may be added to the storage buffers for the enzymes used in the 
production of the enzyme compositions and kits of the invention. Such 
carbohydrates and/or sugars are commercially available from a number of sources, 
including Sigma (St. Louis, MO). 
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It is often preferable to first dissolve the buffer salts, cx)factor salts and 
carbohydrates or sugars at working concentrations in water and to adjust the pH 
of the solution prior to addition of the enzymes. In this way, the pH-sensitive 
enzymes will be less subject to acid- or alkaline-mediated inactivation during 
formulation of the present compositions. 

To formulate the buffered salts solution, a buffo- salt which is preferably 
a salt of Tris(hydroxymethyl)aminomethane (TRIS®), and most preferably the 
hydrochloride salt thereof, is combined with a sufficient quantity of water to jddd 
a solution having a TRIS® concentration of 5-150 millimolar, preferably 10-60 
millimolar, and most preferably about 20-60 millimolar. To this solution, a salt of 
magnesium (preferably either the chloride or acetate Sdlt thereof) may be added 
to provide a working concentration thereof of 1 - 10 millimolar, preferably 1 .5-8.0 
millimolar, and most preferably about 3-7.5 millimolar. A salt of potassium 
(preferably a chloride or acetate salt of potassium) may also be added to the 
solution, at a working concentration of 10-100 millimolar and most preferably 
about 75 milUmolar. A reducing agent such as dithiothreitol may be added to the 
solution, preferably at a final concentration of about 1-100 mM, more preferably 
a concentration of about 5-50 mM or about 7.5-20 mM, and most preferably at 
a concentration of about 10 mM. Preferred concentrations of carbohydrates 
and/or sugars for inclusion in the compositions of the invention range fi-om about 
5% (w/v) to about 30% (w/v), about 7.5% (w/v) to about 25% (w/v), about 10% 
(w/v) to about 25% (w/v), about 10% (w/v) to about 20% (w/v), and preferably 
about 10% (w/v) to about 15% (w/v), A small amount of a salt of 
ethylenediaminetetraacetate (EDTA), such as disodium EDTA, may also be added 
(preferably about 0, 1 millimolar), although inclusion of EDTA does not appear to 
be essential to the function or stability of the compositions of the presetit 
invention. After addition of all buffers and sdts, this buffered salt solution is 
mixed well until all salts are dissolved, and the pH is adjusted using methods 
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known in the art to a pH value of 7.4 to 9.2, preferably 8.0 to 9.0, and most 
preferably about 8.4. 

To these buffered salt solutions, the enzymes (reverse transcriptases and/or 
DNA polymerases) are added to produce the compositions of the present 
5 invention. M-MLV RTs are preferably added at a working concentration in the 

solution of about 1,000 to about 50,000 units per milliliter, about 2,000 to at)out 
30,000 units per milliliter, about 2,500 to about 25,000 units per milliliter, about 
3,000 to about 22,500 units per milliliter, about 4,000 to about 20,000 units per 
milliliter, and most preferably at a woridng concentration of about 5,000 to about 

10 20^000 units per miUiliter. AMVRTs, MAV RTs, RSV RTs and RAV RTs, 

including those of the invention described above, are preferably added at a 
working concentration in the solution of about 100 to about 5000 units per 
milliliter, about 125 to about 4000 units per milliliter, about 150 to about 3000 
units per milliliter, about 200 to about 2500 units per milhliter, about 225 to about 

15 2000 units per milliliter, and most preferably at a working concentration of about 

250 to about 1000 units per milliliter. The enzymes in the thermophilic DNA 
polymerase group {Taq, Tne, Tma, Pfu, VENT™, DEEPVENT™, Tth and 
mutants, variants and derivatives thereof) are preferably added at a woridng 
concentration in the solution of about 100 to about 1000 units per milliliter, about 

20 125 to about 750 units per milliliter, about 150 to about 700 units per nulliliter, 

about 200 to about 650 units per milliliter, about 225 to about 550 units per 
milliliter, and most preferably at a working concentration of about 250 to about 
500 units per milliliter. The enzymes may be added to the solution in any order, 
or may be added simultaneously. 

25 The compositions of the invention may further comprise one or more 

nucleotides, which are preferably deoxynucleoside triphosphates (dNTPs) or 
dideoxynucleoside triphosphates (ddNTPs). The dNTP compon^ts of the present 
compositions serve as the "building blocks" for newly synthesized nucleic adds, 
being incorporated therein by the action of the polymerases, and the ddNTPs may 
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be used in sequencing methods according to the invention. Examples of 
nucleotides suitable for use in the present compositions include, but are not limited 
to, dUTP, dATP, dTTP, dGTP, dGTP, dITP, 7-deaza-dGTP, a-thio-dATP, a- 
thio-dTTP, a-thio-dGtP, a-thio-dCTP, ddUTP, ddATP, ddTTP, ddCTP, ddOTP, 
ddlTP, 7-deaza-ddGTP, a-thio-ddATP. a-thio-ddTTP, a-thio-ddGTP, a-thio- 
ddCTP or derivatives thereof, all of which are av^able commercially from sources 
ihduding Life Technologies, Inc. (Rockville, Maryland), New England BioLabs 
(Beverly, Massachusetts) and Sigma Chemical Company (Saint Louis, Missouri). 
The nucleotides may be unlabeled, or they may be detectably labeled by coupling 
them by methods known in the art wth radioisotopes (c.g.,^H, "C, or ^^S), 
vitamins (e.g., biotin), fluorescent moieties (e,g,, fluorescein, Aodamine, Texas 
Red, or phycoerythrin), chemiluminescent labels (e.g. , using the PHOTO-GENETM 
or ACES™ chemiluminescence systems, available commercially from Life 
Technologies, Inc., Rockville, Maryland), dioxigenin and the like. Labeled 
nucleotides may also be obtained commercially, for example from Life 
Technologies, Inc. (Rockville, Maryland) or Sigma Chemical Company (Saint 
Louis, Missouri), In the present compositions, the nucleotides are added to ^ve 
a working concentration of each nucleotide of about 10-4000 micromolar, about 
50-2000 micromolar, about 100-1500 micromolar, or about 200-1200 
micromolar, arid most preferably a concentration of about 1000 micromolar. 

To reduce component deterioration, storage of the reagent compositions 
is preferably at about 4*'C for up to one day, or most preferably at -20 ''C for up 
to one year. 

In another aspect, the compositions and reverse transcriptases of the 
invention may be prepared and stored in dry form in the presence of one or more 
carbohydrates, sugars, or synthetic polymers. Preferred carbohydrates, sugars or 
polymers for the preparation of dried compositions or reverse transcriptases 
include, but are not limited to, sucrose, trehalose, and polyvinylpyrrolidone (PVP) 
or combinations thereof See, e.g., U.S. Patent Nos. 5,098,893, 4,891,319, and 
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5,556,771, the disdosures of which are entirely incorporated herein by reference. 
Such dried compositions and enTymes may be stored at various temperatures for 
extended times without significant deterioration of enzymes or components of the 
compositions of the invention. Preferably, the dried revise transcriptases or 
compositions are stored at 4 °C or at -20° C. 

Production of cDNA Molecules 

Sources of Nucleic Acid Molecules 

In accordance with the invention, cDNA molecules (single-stranded or 
double-stranded) may be prepared firom a variety of nucleic acid template 
molecules. Preferred nucleic acid molecules for use in the present invention 
include single-stranded or double-stranded^DNA and RNA molecules, as well as 
double-stranded DNA;RNA hybrids. More preferred nucleic acid molecules 
include messenger RNA (raRNA), transfer RNA (tRNA) and ribosomal RNA 
(rRNA) molecules, although mRNA molecules are the preferred template 
according to the invention. 

The nucleic acid molecules that are used to prepare cDNA molecules 
according to the methods of the present invention may be prepared synthetically 
according to standard organic chemical synthesis methods that will be familiar to 
one of ordinary skill. More preferably, the nucleic acid molecules may be obtained 
from natural sources, such as a variety of cells, tissues, organs or organisms. Cells 
that may be used as sources of nucleic add molecules may be prokaryotic 
(bacterial cells, including but not limited to those of species of the genera 
Escherichia, Bacillus, Serratia, Salmonella, Staphylococcus, Streptococcus, 
Clostridium, Chlamydia, Neisseria, Treponema, Mycoplasma, Borrelia, 
Legionella, Pseudomonas, Mycobacterium, Helicobacter, Erwinia, 
Agrobacterium, Rhizobium, Xanthomonas and Streptomyces) or eukaryotic 
(including fungi (especially yeasts), plants, protozoans and other parasites, and 
animals including insects (particularly Drosophila spp. cells), nematodes 
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(particulariy Caenorhabditis elegcms cdls), and mammals (particularly human 
ceUs)). 

Mammalian somatic cells that may be used as sources of nucleic adds 
include blood cells (reticulocytes and leukocytes), endothelial cells, epithelial cells, 
5 neuronal cells (from the central or peripheral nervous systems), muscle cells 

(including myocytes and myoblasts from skeletal, smooth or cardiac muscle), 
connective tissue cells ^duding fibroblasts, adipocytes, chondrocytes, 
chondroblasts, osteocytes and osteoblasts) and other stromal cells (e.^., 
macrophages, dendritic cells, Schwann cells). Mammalian germ cells 

10 (spermatocytes and ooqrtes) may also be used as sources of nucleic acids for use 

in the invention, as may the progenitors, precursors and stem cells that give rise 
to the above somatic and germ cells. Also suitable for use as nucldc acid sources 
are mammalian tissues or organs such as those derived from brain, kidney, liver, 
pancreas, blood, bone marrow, rausde, nervous, skin, genitourinary, drculatory, 

15 lymphoid, gastrointestinal and connective tissue sources, as well as those derived 

from a mammalian (including human) embryo or fetus. 

Any of the above prokaryotic or eukaryotic cells, tissues and organs may 
be normal, diseased, transformed, established, progenitors, precursors, fetal or 
embryonic. Diseased cells may, for example, include those involved in infectious 

20 diseases (caused by bacteria, fimgi or yeast, viruses (including AIDS, HIV, HTL V, 

herpes, hepatitis and the like) or parasites), in genetic or biochemical pathologies 
(e.g., cystic fibrosis, hemophilia, Abiieimef's disease, muscular dystrophy or 
multiple sclerosis) or in cancerous processes. Transformed or established animal 
cell lines may include, for example, COS cells, CHO cells, VERO cells, BHK cdls, 

25 HeLa cdls, HepG2 cells, K562 cdls, 293 cells, L929 cells, F9 cells, and the like. 

Other cells, cell lines, tissues, organs and organisms suitable as sources of nucleic 
acids for use in the present invention will be apparent to one of ordinaiy skill in 
the art. 
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Once the starting cells, tissues, organs or other samples are obtained, 
liucleic acid molecules (isuch as mRNA) may be isolated therefrom by methods 
that are well-known in the art {See, e.g., Maniatis, T., et al. Cell 75:687-701 
(1978); Okayama, R, and Berg, ?.,MoL Cell Biol 2:161-170 (1982); Gubler, 
U., and Hofl6nan, Gene 25:263-269 (1983)). The nucleic acid moleeuleis 
thus isolated may then be used to prepare cDNA molecules and cDNA libraries 
in accordance with the present invention. 

In the practice of the invention, cDNA molecules or cDNA libraries are 
produced by mixing one or more nucleic add molecules obtained as described 
above, which is preferably one or more mRNA molecules such as a population of 
mRNA molecules, with two or more polypeptides having reverse transcriptase 
activity, or with one or more of the compositions of the invention or vwth one or 
more of the RS V RTs^d/or AMV RTs and/or other ASLVRTs of the invention, 
under conditions fevoring the reverse transcription of the nucleic acid molecule by 
the action of the en2ymes or the compositions to form a cDNA molecule (single- 
stranded or double-stranded). Thus, the method of the invention comprises (a) 
mixing one or more nucleic acid templates (preferably one or more RNA or 
mRNA templates, such as a population of mRNA molecules) with one or more 
reverse transcriptases of the invention and (b) incubating the mixture under 
conditions sufficient to make one or more nucleic acid molecules complementary 
to all or a portion of the one or more templates. Such methods may include the 
use of one or more DNA polymerases. The invention may be used in conjunction 
with methods of cDNA synthesis such as those described in the Examples below, 
or others that are well-known in the art {see^ e,g. , Gubler, U., and Hoffinan, B. J., 
<;e/ie 25:263-269(1983); Krug, M.S., andBerger, SL.M^tk EnzymoL 752:316- 
325 (1987); Sambrook, J,, et cd,^ Molecular Clomng: A Laboratory Mcmual, 2nd 
ed,. Cold Spring Harbor, NY: Cold Spring Harbor Laboratory Press, pp. 8.60- 
8.63 (1989)), to produce cDNA molecules or libraries. 
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The invention is also particularly directed to methods for reverse 
transcription of a nucleic acid molecule at elevated temperatures. As described in 
more detail in Example 5, retroviral RTs are generally not used at temperatures 
above 37*'C to 42*^0 to copy nucleic add templates such as RNA molecules 
because of the limited thermal stability of these mesophilic enzymes. At these 
temperatures, however, mRNA secondary structure may interfere with reverse 
transcription (Gerard, G.F., et cd,, FOCUS IJM (1989); Myers, T,W., and 
Gelfand, D.H., Biochem, 30:1661 (1991)), and the specificity of primer binding 
may be reduced during gene-specific reverse transcription processes^ such as RT- 
PGR, causing high background signal (Myers, T.W., and Gelfand, D,K, Biochem. 
30:7661 (1991); Freeman, W.N., eiaL, BioTechniques 20:782 (1996)). To help 
overcome these problems, the present invention therefore provides methods of 
RNA reverse transcription at more elevated temperatures, above 50**C. 

Therefore, the invention is related to methods for reverse transcription of 
a nucleic acid molecule comprising (a) mixing a nucleic acid template with one or 
more polypeptides having reverse transcriptase activity; and (b) incubating the 
mixture at a temperature of about 50**C or greater and under conditions sufficient 
to make a first nucleic acid molecule complementary to all or a portion of the 
nucleic acid template. Nucleic acid templates which may be copied according to 
these methods include, but are not limited to, an RNA molecule (e.g., a mRNA 
molecule or a polyA+ RNA molecule) and a DNA molecule (e.g., a single- 
stranded or double-stranded DNA molecule). According to the invention, the first 
nucleic acid molecule produced by these methods may be a full length cDNA 
molecule. While any incubation temperature of about 50**C or greater may be 
used in the present methods, particularly preferred incubation temperatures 
include, but are not limited to, temperatures of about 5 1 ""C or greater, about 52 ^'C 
or greater, about 53 **C or greater, about 54**C or greater, about 55*C or greater, 
about 56*^0 or greater, about 57**C or greater, about 58**C or greater, about 59'*C 
or greater j about SQ^'Cot greater, about 6 1 *C or greater, about 62**C or greater. 
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about 63 **C or greater, about 64**C or greater, about 65 **C or greater, about ee^'C 
or greater, about 6TC or greater, about 68 or greater, about 69''C or greater 
or about 70 C or greater. In other such methods, the incubation temperature may 
be over a range of incubation temperatures, including but not limited to a 
5 temperature range of from about 50X to about 70"C, about 5 1' C to about TO'^C, 

about 52"C to about 70**C, about 53**C to about 70*'C, about 54'*C to about 
70X, about 55X to about 70**C, about 55*C to about 69**C, about 55X to 
about 68X, about 55X to about 67°C, about 55°C to about 66°C, j*put 55°C 
to about 65°C, about 56°C to about eS'C, about 56'C to about 64°C or about 

10 Se'C to about 62'C. The invention is also directed to sudi methods which 

further comprise incubating the first nucleic acid molecule under conditions 
sufficient to make a second nucleic acid molecule complementary to all or portion 
of the first nucleic add molecule. According to the invention, the first and second 
nucleic add molecules produced by these methods may be DNA molecules, and 

15 may form a double stranded DNA molecule which may be a fiill length cDNA 

molecule. As described for the methods above, the one or more polypeptides 
ha^ng reverse transcriptase acti\dty that are used in tiiese higher-temperature 
methods preferably are reduced or substantially reduced in RNase H activity, and 
may be selected from the group consisting of one or more AMV reverse 

20 transcriptases or subumts thereof (or derivatives, variants, fi^agments or mutants 

thereof), and one or more RSV reverse transcriptases or subunits thereof (or 
derivatives, variants, fragments or mutants thereof) or other ASLV RTs or 
subunits thereof (or derivatives, variants, fragments or mutants thereof). 
Particularly preferred AMV RTs and RSV RTs and other ASLV RTs include 

25 those provided by the present invention and described in detail above. More 

particularly preferred are those AMV RTs and RSV RTs having the genotype 
AMV aHVpH* RT or RSV aHVpiT RT. Such constructs are preferably made by 
mutating or modifying the gene encoding the a subunit to reduce or substantially 
reduce RNase H activity while the gene encoding the P subunit is not so mutated 
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or modified. The resulting polypeptides (produced by co-ejq)ression) will be 
reduced or substantially reduced in RNase H activity. 

Other methods of cDNA synthesis v^ch may advantageously use the 
present invention will be readily apparent to one of ordinary skill in the art. 

Having obtained cDNA molecules or libraries according to the present 
methods, these cDNAs may be isolated for ftuther analysis or manipulation. 
Detailed methodologies for purification of cDNAs are tau^t in the 
GENETRAPPER™manual(UfeTechnologiesJnc.;Rocb^ which 
is incorporated herein by reference in its entirety, although alternative standard 
tedmiques of cDNA isolation such as those described in the Examples below or 
others that are known in the art (see, e,^., Sambrook, J., e( al^ Molecular 
Cloning: A Laboratory Manual, 2nd ed.. Cold Spring Harbor, NY: Cold Spring 
Harbor Laboratory Press, pp. 8.60-8.63 (1989)) may also be used. 

In other aspects of the invention, the invention may be used in methods for 
amplifying and sequenciiig nucleic acid molecules. Nucleic acid amplification 
methods according to this aspect of the invention may be one- step {eg. , one-step - 
RT-PCR) or two-step {e.g., two-step RT-PCR) reactions. According to the 
invention, one-step RT-PCR type reactions may be accomplished in one tube 
thereby lowering the possibility of contamination. Such one-step reactions 
comprise (a) mixing a nucleic add ten:^}late {e.g, mRNA) with two or more 
polypeptides having reverse transcriptase acti\ity and with one or more DNA 
polymerases and (b) incubating the mixture under conditions suflBcient to amplify 
a nucleic acid molecule complementary to all or a portion of the template. 
Alternatively, amplification may be accomplished by mbcing a template with two 
or more polypeptides having reverse transcriptase actiWty (and optionally having 
DNA polymerase activity). Incubating sudi a reaction nuxture under appropriate 
conditions allows amplification of a nucleic acid molecule coiriplemehtary to all 
or a portion of the template. Such amplification may be accomplished by the 
reverse transcriptase activity alone or in combination wth the DNA polymerase 
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activity. Two-step RT-PCR reactions may be accomplished in two separate steps. 
Such a method comprises (a) mixing a nucleic acid template (e,^., mRNA) with 
two or more reva*se transcriptases, (b) incubating tiie mixture under conditions 
suflScient to make a nucleic acid molecule (e.g. , a DNA molecule) complementary 
to all or a portion of the template, (c) mixing the nucleic acid moiecuie with one 
or more DNA polymerases and (d) incubating the mbcture of step (c) under 
conditions suflSdent to amplify the nucldc add molecule. For amplification of 
long nucleic acid molecules (/.e., greater than about 3-5 Kb in length), a 
combination of DNA polymerases may be used, such as one DNA polymerase 
ha\ing 3' exonuclease acti^dty and another DNA polymerase being substantially 
reduced in 3' exonuclease activity. An alternative two-step procedure comprises 
the use of two or moire polypeptides having reverse transcriptase activity and 
DNA polymerase activity (e,^., Tth^ Tma or Tne DNA polymerases and the like) 
rather than separate addition of a reverse transcriptase and a DNA polymerase. 

Nudeic acid sequencing methods according to this aspect of the invention 
may comprise both cycle sequencing (sequencing in combination with 
amplification) and standard sequencing reactions. The sequencing method of the 
invention thus comprises (a) mi^ng a nucleic acid molecule to be sequenced with 
one or more primers, two or more reverse transcriptases, one or more nucleotides 
and one or more terminating agents, (b) incubating the mixture under conditions 
sufficient to synthesize a population of nucleic acid molecules complementary to 
all or a portion of the molecule to be sequenced, and (c) separating the population 
to determine the nudeotide sequence of all or a portion of the molecule to be 
sequenced. According to the invention, one or more DNA polymerases 
(preferably thermostable DNA polymerases) may be used in combination with or 
separate fi-om the reverse transcriptases. 

Amplification methods which may be used in accordance with the present 
invention indude PCR (U.S. Patent Nos. 4,683,195 and 4,683,202), Strand 
Displacement Amplification (SDA; U.S. Patent No. 5,455,166; EP 0 684 315), 
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and Nucleic Add Sequence-Based Amplification (NASBA; U.S. Patent No. 
5,409,818; EP 0 329 822), Nucleic acid sequendng techniques which may 
employ the present compositions indude dideoxy sequencing methods such as 
those disclosed m U.S. Patent Nos. 4,962,022 and 5,498,523, as well as more 
complex PCR-based nudeic acid fingerprinting techniques sudi as Random 
Amplified Polymorphic DNA (RAPD) analysis (Williams, J.G.K., et ai, NucL 
Acids Res, M^22;:653 1-6535, 1990), Arbitrarily Primed PGR (AP-PCR; Welsh, 
J., and McCleUand, M,, NucL Acids Res, 18(24) JlU-nXZ, 1990), DNA 
Amplification Fingerprinting (DAF; Caetano-AnoUes et al, Bio/Technology 
P:553-557, 1991), microsatellite PGR or Directed Amplification of Minisatellite- 
region DNA (DAMD; Heath, D,D., et aL, NucL Acids Res, 21(24): SlSl-SnS, 
1993), and Amplification Fragment Length Polymorphism (AFLP) analysis 
(EP 0 534 858; Vos, P., ei al, NucL Acids Res. 23(2 1) :4407-44l4, 1995; Lin, 
J. J,, and Kuo, J., FOCUS 17(2):66-7Q, 1995). In a particularly preferred aspects, 
the invention may be used in methods of amplifying or sequencing a nucleic acid 
molecule comprising one or more polymerase chmn reactions (PCRs), such as any 
of the PGR-based methods described above. 

Kits 

In another embodiment, the present invention may be assembled into kits 
for use in reverse transcription or amplification of a nucleic acid molecule, or into 
kits for use in sequencing of a nucleic acid molecule. Kits according to this aspect 
of the invention comprise a carrier means, such as a box, carton, tube or the like, 
having in close confinement therein one or more container means, such as Adals, 
tubes, ampules, botties and the like, wherein a first container means contains one 
or more polypeptides having reverse transcriptase activity. These polypeptide 
having reverse transcriptase activity may be in a single container as mixtures of 
two or more polypeptides, or in separate containers. The kits of the invention may 
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also comprise On the same or separate containers) one or more DN A polymerases, 
a suitable buflfer, one or more nucleotides and/or one or more primers. 

In a specific aspect of the invention, the revise transcription and 
amplification kits may comprise one or more components (in mixtures or 
separately) including one or more, preferably two or more, polypeptides having 
reverse transcriptase activity of the invention, one or more nucleotides needed for 
synthesis of a nucleic acid molecule, and/or a primer (e.g:, oligo(dT) for reverse 
transcription). Such reverse transcription and amplification kits may fiirther 
comprise one or more DNA polymerases. Sequencing kits of the invention may 
comprise one or more, preferably two or more, polypeptides ha\dng reverse 
transcriptase activity of the invention, and optionally one or more DNA 
polymerases, one or more terminating agents (e,g, , dideoxynucleoside 
triphosphate molecules) needed for sequencing of a nucleic acid molecule, one or 
more nucleotides and/or one or more primers. Prefeired polypeptides having 
reverse transcriptase acti\ity, DNA polymerases, nucleotides, primers and other 
components suitable for use in the reverse transcription, amplification and 
sequencing kits of the invention include those described above. The kits 
encompassed by this aspect of the present invention may fiirther comprise 
additional reagents and compounds necessary for carrying out standard nucleic 
acid reverse transcription, amplification or sequencing protocols. Such 
polypeptides having reverse transcriptase activity of the invention, DNA 
polyrherases, nucleotides, primers, and additional reagents, components or 
compounds may be contained in one or more containers, and may be contained in 
such containers in a mbcture of two or more of the above-noted components or 
may be contained in the kits of the invention in separate containers. 
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Use of Nucleic Acid Molecules 

The nucleic acid molecules or cDNA libraries prepared by the methods of 
the present invention may be further characterized, for example by cloning and 
sequencing (/.e., determining the nucleotide s^uence of the nucleic add 
5 molecule), by the sequencing methods of the invention or by others that are 

standard in the art (see, e.g., U.S. Patent Nos. 4,962,022 and 5,498,523, which 
are directed to methods of DNA sequencing). Alternatively, these nucleic acid 
molecules may be used for the manufacture of various materials in industrial 
processes^ such aSjhybridization probes by methods that are well-loiown in the art. 

10 Production of hybridization probes from cDNAs will, for example, provide the 

ability for those in the medical field to examine a patient's cells or tissues for the 
presence of a particular genetic marker such as a marker of cancer, of an 
infectious or genetic disease, or a marker of embryonic development. 
Furthermore, such hybridization probes can be used to isolate DNA fragments 

15 fi-pm genomic DNA or cDNA libraries prepared from a different cell, tissue or 

organism for further characterization. 

The nucleic acid molecules of the present invention may also be used to 
prepare compositions for use in recombinant DNA methodologies. Accordingly, 
the present invention relates to recombinant vectors which comprise the cDNA or 

20 amplified nucleic acid molecules of the present invention, to host cells which are 

genetically engineered with the recombinant vectors, to methods for the 
production of a recombinant polypeptide using these vectors and host cells, and 
to recombinant polypeptides produced using these methods. 

Recombinant vectors may be produced according to this aspect of the 

25 invention by inserting, using methods that are well-known in the art, one or more 

of the cDNA molecules or amplified nucleic acid molecules prepared according 
to the present methods into a vector. The vector used in this aspect of the 
invention may be, for example, a phage or a plasmid, and is preferably a plasmid. 
Preferred are vectors comprising cw-acting control regions to the nucleic add 
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encoding the polypeptide of interest. Appropriate /rofi^-acting factors may be 
supplied by the host, supplied by a complementing vector or supplied by the 
vector itself upon introduction into the host. 

In certain preferred embodiments in this regard, the vectors provide for 
specific expression (and are therefore termed "expression vectors**), which may be 
inducible and/or cell type-specific. Particularly preferred among such vectors are 
those inducible by environmental factors that are easy to manipulate, such as 
temperature and nutrient additives. ^ 

Expression vectors usefiil in the present invention include chromosomal-, 
episomal- and vims-derived vectors, e.g,, vectors derived fi-om bacterial plasmids 
or bacteriophages, and vectors derived from combinations thereof such as 
cosmids and phagemids, and will preferably include at least one selectable maricer 
such as a tetracycUne or ampicillin resistance gene for culturing in a bacterial host 
cell Prior to insertion into such an expression vector, the cDNA or amplified 
nucleic acid molecules of the invention should be operatively Unked to an 
appropriate promoter, such as the phage lambda promoter, the E, coli lac^ trp 
and tac promoters. Other suitable promoters will be known to the skilled artisan. 

Among vectors preferred for use in the present invention include pQE70, 
pQE60 and pQE-9, available fi-om Qiagen; pBS vectors, Phagescript vectors, 
Bluescript vectors, phWSA, pNH16a, pNHlSA, pNH46A, available fi-om 
Stratagene; pcDNA3 available firom Invitrogen; pGEX, pTrxfiis, pTrc99a, pET-5, 
pET-9, pKK223-3, pKK233-3, pDR540, pRIT5 available from Pharmacia; and 
pSPORTl, pSP0RT2 andpSV^SPORTl, available from Life Technologies, Inc, 
Other suitable vectors will be readily apparent to the skilled artisan. 

The invention also provides methods of producing a recombinant host cell 
comprising the cDNA molecules, ampUfied nucleic acid molecules or recombinant 
vectors of the invention, as well as host cells produced by such methods. 
Representative host cells (prokaryotic or eukaryotic) that may be produced 
according to the invention include, but are not Umited to, bacterial cells, yeast 
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cells, plant cells and animal cells. Preferred bactOTal host cells include 
Escherichia coli cells (most particularly E. coli strains DHIOB and Stbl2, which 
are available commercially (Life Technologies, Inc; Rockwlle, Maryland)), 
Bacilltissubtilisc^\\s^BacillusmegateriumQ^^Streptom cells, Erwinia 

spp. cells, Klebsiella spp. cells and Salmonella typhimurium cells. Preferred 
animal host cells include insect cells (most particularly Spodoptera frugiperda SJ9 
and .^1 cdls and Trichoplusa ffigh-Five cells) and mammalian cells (most 
particularly CHO, COS, VERO, BHK and human cells). Such host cells may be 
prepared by wdl-known transformation, electroporation or transfection techniques 
that vdll be familiar to one of ordinary sldll in the art. 

In addition, the invention pro\ides methods for producing a recombinant 
polypeptide, and polypeptides produced by these methods. According to this 
aspect of the invention, a recombinant polypeptide may be produced by culturing 
any of the above recombinant host cells under conditions fevering production of 
a polypeptide therefrom, and isolation of the polypeptide. Methods for culturing 
recombinant host cells, and for production and isolation of polypeptides 
therefrom, are well-known to one of ordinary skill in the art. 

It will be readily apparent to one of ordinary skill in the relevant arts that 
other suitable modifications and adaptations to the methods and applications 
described herein are obvious and may be made without departing from the scope 
of the invention or any embodiment thereof Having now described the present 
invention in detail, the same will be more clearly understood by reference to the 
following examples, which are included herewith for purposes of illustration only 
and are not intended to be limiting of the invention. 
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Example 1: Cloning and Expression of RSV RNase H~ RT 
General Methods 

R!S V H" RT is a cloned form of retrovirus RT, in which both the a and the 
P subunits are mutated by a single amino acid change to eliminate RNase H 
activity. An RSV RT exhibiting substantially reduced RNase H activity is also 
produced when only the a subunit is mutated to substantially reduce RNase H 
activity (with the P subunit not being mutated in the RNase H domain), Mutatipns 
and plasmid constructions were conducted using standard molecular biology 
methods {see, e.g., Sambrook, J., et al.. Molecular Cloning: A Laboratory 
Manual, 2nd Ed., Cold Spring Harbor, NY: Laboratory Press (1989)), modified , 
as described below. 

Plasmid preparation. Plasmid preparations fi-om 1 ml £. coli cultures 
were made by the alkaline lysis procedure (Sambrook, J., et al.. Molecular 
Cloning: A Laboratory Marmal, 2nd ed.. Cold Spring Harbor, NY: Laboratory 
Press ( 1 989)). From 1 0 ml cultures, the preparation was additionally treated wth 
phenol-chloroform, precipitated with ethanol, and resuspended in 50 pi of Tris- 
EDTA (TE) buffer (20 mM Tris-HCl, 1 mM EDTA, pH 8.0). For bacmid 
preparations, care was taken to avoid shear of the DNA during handling (i.e., no 
vortexing; phenol-chloroform extractions were gently rolled rather than shaken; 
slow pipetting). 

PCR. Polymerase chain reactions were carried out in a Perkin-Elmer 9600 
thermocycler. Reaction mbctures (50 pi each) contmned 0.5 units of Taq DNA 
polymerase, 1 pM of each oligonucleotide, 50 pM each of dCTP, dGTP, dTTP, 
and dATP, and about 100 ng of target DNA in a reaction buffer consisting of 
50 mM KCl, 20 mM Tris-HCl (pH 8.3) and 5 mM MgClj. Unless otherwise 
noted, the cycling conditions for each PCR were 5 minutes at 94*C, followed by 
eight cycles of 15 seconds at 55*'C/30 seconds at 72°C/15 seconds at 94**C, and 
then 1 minute at 72X. 
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Gel electrophoresis andDNA fragment isolation and cloning. DN A was 
electrophoresed at about 10 V/cm in agarose gels in Tris-acetate-EDTA buffer 
, (Sambrook, J., et aL, Molecular Cloning: A Laboratory Manual, 2nd ed.. Cold 
Spring Harbor, NY: Laboratory Press (1989)) containing about 0.3 fig/ml 
ethidium bromide. Fragments were Ansualized ^th ultraviolet light and isolated 
ifrom gel slices by the GlassMAX method (Simms, D., et al.. Focus J 3:99 { 1 99 1)), 
DNA ligation reactions were performed using T4 DNA ligase under standard 
conditions (King, P,W., and Blakesley, R.W., Focus 8:1 (1986)), and £ coli 
DHIOB cells were transformed by a modification of the CaClj method (Lorow, 
D., and lessee, J., Focus 72: 19 (1990)). 

Insect cell culture and baculovirus production. Samples ( 1 ml) of Sfl 1 
insect cells at 5 x lOVcells/ml were transfected wth a mixture of 1 p.g of bacmid 
DNA and 8 ^1 of Cellfectin in 0.2 ml SF900-II serum-free insect cell culture 
medium (Life Technologies, Inc.; Rockville, Maryland; see Godwin, G., and 
Whitford, W., Focus 75:44 (1993)), according to published procedures 
(Anderson, D., ^/a/.,Foai:^ 75:53 (1995)), For growth and propagation, 5/9 and 
Sfl\ insect cells were passaged in SF900-II medium at 27**C in a shaking 
incubator at 100 rpm (for 600 ml cultures) or 130 rpm (for all other cultures). 
Care was taken to avoid allowing the cultures to exceed 4x10* cells/ml during 
growth or to drop below 0.5 x 10* cells/ml during dilution. To expand viral 
populations, i^^l cells at about 1X10* cdls/ml were infected with enough viral 
stock (about 0.2% (v/v) vims/culture) to allow growth to about 2 x 10* cells/ml, 
but not more than 4x10* cells/ml. After 72 hours, the culture was centrifuged 
(2,000 rpm for 10 min) and the supernatant was decanted and stored in the dark 
at4**C. For infection ofcells for protein production, iSJ^l insect cells at about 1.5 
X 10* cells/ml were infected wth enough virus to allow no growth or growth to 
less than 2.5 x 10* cells/ml. After 72 hours, the culture was harvested by 
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centrifugation at 1,000 rpm for 5 minutes and cells were resuspended in 1 5 ml of 
PBS (0.2 g/liter KCI, 0.2 g/liter KH2PO4, 8 g/liter NaCl, 1.15 g/liter Na^HPO^, 
2. 1 6 g/liter Na^HPO^^TH^O) per 500 ml culture. 

Cloning and Es^ression of Genes Encoding the SSV RT a and fi 
Subunits 

Both the a and P subunits of RSV RT are produced by proteolytic 
processing of larger polypeptide precursors (Gerard, G, F., in: Emymes of Nucleic 
Acid Synthesis and Modification, Vol I:DNA Emymes, Jacob, S.T., ed., Boca 
Raton, FL: GRC Press, pp. 1-38 (1983)). To obviate the requirement for 
proteolytic processing, the coding sequence for RSV RT was mutagenized and 
subcloned such that both the a and p subunits were encoded by genes with 
standard start and stop translational signals. Both genes were mutagenized in the 
RNase H region, although construction of any combination of subunits (e.^., 
a RNase HVP RNase H*; a RNase HVp RNase a RNase HVp RNase H"; 
a RNase HVP RNase H") may be accomplished in this same manner. It has been 
discovered that RSV RT a RNase HVp RNase H* is substantially reduced in 
RNase H activity (approrimately 5% of wildtype). A sequence encoding an 
affinity tag was added to the carboxy end of the P subunit. 

Mutagenesis and subcloning of the amino end, the carboxy end and the 
middle of the RSVRT P subunit. The RSV RT gene was mutagenized to add an 
ATG codon and an Ndel site to the amino end of the sequ^ice coding for the 
mature RT polypeptide. This mutagenesis was accomplished by PGR using a 
pJDlGO target (Figures 1, 7) (Wilkerson, V.W., e/a/., J. ViroL 55:314-321 
( 1 985)) and the following oligonucleotides: 

AUG GAG AUG UCU CAT ATG ACT GTT GCG CTA CAT CTG GCT 
(SEQIDNO:l) 

AAC GCG UAC UAG U GTT AAC AGC GCG CAA ATG ATG CAG 
(SEQ ID NO:2), 
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PCR was performed, and PCR products purified, as described above and 
the PGR products were cloned into pAMP 1 8 by UDG cloning (Buchman, G. W., 
e/o/.. Focus 15-36 (1993)) to form plasmid pAMPlSN (Figures 1, 8). 

Following mutagenesis and doning of the amino end, the carboxy end of 
the gene for the p subunit of RSV was mutagenized and subcloned from PJDIOO 
by PGR and UDG cloning into pAMPl (Figure 1), using the following 
oligonucleotides: 

CUA CUA GUA CUA GGT AGG GTC TGG AAA AGT TAA ACG 
(SEQ ID NO:3) 

G AU C AU GAU C AU GTG GAG TT A TGG AAA AAG AGG GGT CGG GTG 
ATG (SEQIDN0:4). 

These oligonucleotides were designed to introduce a translational stop 
codon in the P gene at the site in which the "p4" region was cleaved from the Pp4 
polypeptide, and to add mXhol site after the end of the gene. The PGR products 
were purified by gel electrophoresis and cloned into pAMPl by UDG cloning, 
forming p AMPl C (Figures 1 , 9). Note that this carboxy end is without a His tag, 
which was added later to form the final construct. 

To add the middle region of the RSV RT p subunit, the 2.3 kb Hpal-Kpnl 
fragment from p JD 1 00 (Figure 1 ) that encodes the middle of the p subunit of RSV 
RT was cloned into the Hpal-Kpnl sites of pAMPlSN, forming pAMPlSNM 
(Figures 1, 10), To add the carboxy aid of the RSV RT P subunit, the 113 bp 
Kpnl-EcdKi fragment encoding the carboxy end of the p subunit gene was cloned 
from pAMPlG into the Kpnl-EcoVJi sites of pAMlSNM, forming pAMPlSB 
(Figures 2, 11), 

Following construction of the RSV RT p subunit, which contains RNaseH 
activity, this gene was mutagenized by site-directed mutagenesis to produce a 
construct encoding a RSV RT p subunit that is substantially reduced in RNase H 
activity (/.e., "RNase H ") A 3 Kb Psll fragment from pJDlOO (Figure 2) 
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containing the entire RT gene was cloned into M13mpl9, foraiing M13RT 
(Figures 2, 12). Single-stranded DNA containing uradi was isolated from£. coli 
strain CJ236 (Bio-Hkd; Hercules, CA; and Cathy Joyce, Yale Univer^ty, 
New Haven, CT) after infection with M13RT phagecontaimngtheP5/Ifragm^ 
To mutate the RNase H region and to introduce an SsiU site, the following 
oligonucleotide was used: 

GGA CCC ACT GTC TTT ACC GCG GCC TCC TCA AGC ACC 
(SEQ ID NO:5) 

TWs oligonucleotide induced the substitution of an alanine residue in place of the 
aspartate reisidue at position 450 of the RT, forming M13RTH* (Figures 2, 13). 
In an alternative approach to generate a RNase H' RSV RT, Glu484 may be 
mutated to glutanune and/or Asp505 may be mutated to asparagine. To convert 
the P subuiut back to RNase H*, an oligonucleotide primer having the wildtype 
sequence may be used. Alternatively, deletions or insertions can be made in the 
RNase H region to substantially reduce RNase H activity. DNA sequencing was 
used to confirm the Asp450- Ala450 mutation, and the 426 bp BgHl-BsiEll 
fragment from M13RTH' was cloned into the Bgia-BsiEU sites of pAMPlSB, 
replacing the RNase H region and forming pAMPlSBH- (Figures 2, 14). 

Mutagenesis and subcloning of the gene encoding the RSVRT ctsubuniL 
To create a gene which codes for the a subunit of RSV RT, two oligonucleotides 
were used to mutagenize the amino end of the RNase H" mutant RSV RT gene 
from pDBH- (Figures 3, 15) and to introduce a translational stop codon ^^ere 
avian retroviral protease p 1 5 normally cleaves the precursor polyprotein to make 
the a subunit; 



CAU CAU CAU CAU CCC GGG TTA ATA CGC TTG GAA GGT GGC 
(SEQ ID N0:6) 
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CUA CUA CUA CUA TCA TGA CTG TTG CGC TAC ATC TO 
(SEQIDNO:?) 

PGR cycling conditions were 5 minutes at 94^*0, followed by 8 <^cles of 
15 seconds at SS^'C/l minutes at 72*'Cyi5 seconds at 94°C, and then 2 minutes 
at 72**C. The PGR products were cloned into pAMPl by UDG cloning as 
described above, formilDg pAMPl A (Figures 3, 16). 

Addition ofaHis^iag to the carboy endofthe RSVjSsubunit. A His^ tag 
was added to the carboxy end of the RSV RT P subunit by site-directed 
mutagenesis, and the mutant sequence was subcloned from pJDlOO by PGR and 
UDG cloning as described above, using thp foUo^ng oligonudeotides: 

GUA GUA GU A CUA GGT AGG GTG TGG AAA AGT TAA 
(SEQIDNO;8) 

G AU GAU GAU C AU GAG GAA TTG AGT GAT GGT GAT GGT GAT GTG 

GAAAAAGAGG 

(SEQIDN0:9) 

These oligonucleotides were designed to introduce a translational stop codon in 
the gene, and to add a histidine tag to the end of the protein. The gaie product 
was thus a polypeptide to which 6 histidines were added to the carbojqr end. The 
PGR products were purified by gel electrophoresis and inserted into p AMPl by 
UDG cloning, forming pAMPChis. 

To remove the carboxy end of the RSV RT p gene and replace it with the 
carboxy end containing a His^ tag, the number of Kpnl sites in the baoilovirus 
vector containing the RSV RT P gene had to be reduced. Plasmid pDBH- 
(Figure 4) was cleaved with ^^^I, and the site was "blunted" with the Klenow 
fragment of E. coli DNA polymerase !, the polymerase was inactivated by heat 
treatment, and the vector was fiirther cleaved with PvuU (Figure 4), The deleted 
vector (5,9 kb) was then purified by gel electrophoresis, iigated to itself and used 
to transform E, coli strain DHIOB, forming pDBH-Kpn (Figures 4, 17). The 
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Kpnl'Ssa fragment with the caiboxy end of p wtfi the ffis^ tag was cloned from 
pAMPChis into the KpnlSsil sites of pDBH-Kpn, forming pDBH-KpnHis 
(Figures 4, 18). 

Cloning of RSV a and subunits into a baculovims expression vector, 
5 During the course of this work, a constmct was made in \^ch the RSV RT p 

gene was to be expressed in a baculovims vector with a His^ tag at the amino end. 
However, a mutation introduced during the constmction caused the reading frame 
of the tag to be different from that of the P gene. Since portions of this construct 
were used to construct the final baculovirus expression vector, its construction is 
10 described h^e. 

To introduce a His^ tag and an Ndel site into the baculovirus vector, the 
followng oligonucleotides were annealed and cloned into pFastBac Dual (Harris, 
R,, and Polayes, D.A,, Focus 19:6-% (1997); Figure 5): 

ACTG GAA TTC ATG CCA ATC CAT CAC CAT CAC CAT CAC CCG T 
15 (SEQIDNO:10) 

ACGT GTC GAC CAT ATG GAT GAC TAG GTG AAA CGG GTG ATG G 
(SEQIDN0:11) 

Both oligonucleotides were formulated into TE buffer at a concentration 
of 100 nM, and 5 jil of each oligonudeotide formulation were mixed with 15 yl 
20 of water and 2 fil of lOX React2 buffer (500 mM NaCl, 500 mM Tris-HCl, 

100 mM MgClj, pH 8.0) in a single tube. This tube was heated in a 65°C water 
bath and cooled slowly over 60 minutes to 25 ''C. The resulting product was a 
double-stranded ON A molecule with an£coRI site at the 5' end (underiined), and 
a SaR site at the 3* end (italicized) : 



IS S'-ACTG GAA TTC ATG CCA ATC CAT CAC CAT CAC CAT CAC CCG 

TTT CAC CTA GTC ATC CAT ATG GTC GAC ACGT-3' (SEQ ED NO: 12) 
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This product was cleaved with EcoRl and Sail and the desired fragment was 
cloned into the EcoRI'SoU sites of vector pFastBac Dual by standard tedmiques 
(Hirris, R., and Polayes, D. A., Focus 79:6-8 (1997)), resulting in the formation 
of plasmid pFastBac Dual Nde (Figure 5). The NdeVXhol B fragment of 
pAMP 1 8BH' was cloned into the sites of pFastBac Dual Nde to create 

pDBH (Figures 5, 15). 

To clone the RS V RT a gene into a baculovims vector, the a gene was 
excised from p AMP 1 A wth Smal and BspHi arid subcloned into the Ncol-Smal 
sites of pFastBac Dual, creating pDA (Figures 5, 19). This placed the RSV RT 
a gene downstream from the baculovihis PI 0 promoter. The RSV a peptide gene 
and PIO promoter were excised wth RsrTl and Sma\ and cloned into the /Jsrll- 
Smal sites of pDBH-, forming pDABH- (Figures 4, 20). 

To replace the RSV RT p gene in pD ABH- with the carboxy His^tagged 
P gene in pDBH-KpnHis, pDBH-KpnHis was cleaved with Nde\ the site blunt- 
ended with Klenow fragment, and the P gene with the carboxy His^ tag was then 
released wth Sstl (Figure 6). pD ABH" was cleaved with £coRI, the site blunt- 
ended with Klenow fragment, and then the P gene was removed by digesting with 
Sstl. The vector fragment, which was a blunt-end Ssil fragment of pFastBac Dual 
with the a gene cloned in front of the plO promoter, was ligated to the blunt-end 
Sstl fragment with the carboxy His-tagged P gene from pDBH-KpnHis. E, coli 
DHIOB cells were transformed with this construct, and a transformant containing 
pDABH-His (Figures 6, 21) was selected. 

The recombinant host cell comprising plasmid pDABH-His, E. coli 
DH10B(pDABH-ffis), was deposited on April 15, 1997, with the Collection, 
Agricultural Research Culture Collection (NRRL), 1815 North University Street, 
Peoria, Illinois 61604 USA, as Deposit No. NRRL B-21679. 

Using the deposited plasmid, one of ordinary skill in the art may easily 
produce, using standard genetic engineering techniques (such as those for site- 
directed mutagenesis described above), plasmids encoding various forms of the a 
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and/or p subumts of RSV RT (e.^., ct RNase HVp RNase a RNase 
HVp RNase H; ct RNase HVP RNase H"; and a RNase HVp RNase W), 

Tramfection of insect cells for virus and RSV RT production. To prepare 
vectors for the transfectioa of insect cells, it was first necessary to insert the RSV 
RT gene constructs into a baculovifiis genome. One method of accomplishing this 
insertion is by using the site-specific transposon Tn7 (Luckow, V.A., in: 
Recombinant DNA Technology and Applications, Prokop, A., etai^ eds.. New 
York: McGraw-HiU (199i)). In DHlOBac host cdls, most of the baculovirus 
genome is represented on a low copy plasmid (a "bacmid") which also contains a 
Tn7 insertion site vwthin a gene (Harris, R, and Polayes, A., Focus /9;6-8 
(1997)). Transposition of Tn7 is facilitated by the Tn7 transposase, which is 
produced fi^om a second plasmid in DHlOBac host cells, and pFastBac DUAL is 
constructed with the "right"/and "left" regions of Tn7 flanWng the promoter and 
doning sites. 

To insert the present constructs into a bacmid expression vector, 
pDABH-Ifis was transformed into OH 1 OBac cells and transposition of sequences 
encoding the RSV RT p gene (whose synthesis is directed by the baculovirus 
polyhedrin promoter) and the RSV RT a gene (whose synthesis is directed by the 
baculovirus PIO promoter) was followed by screening for loss of P-galactosidase 
activity following transposition to the site on the bacmid which codes for the P- 
galactosidase a peptide (Harris, R, and Polayes, D, A, Focus 79:6-8 (1997)). 
Bacmid DNA was then prepared firom 10 ml transformant cultures by a slight 
modification of a standard miniprep procedure (Sambrook, J., etaL^ Molecular 
Cloning: A Laboratory Manual, 2nd Ed., Cold Spring Haihor, New York: Cold 
Spring Harbor Laboratory Press (1989)). About 1 fig of the bacmid DNA was 
then used to transfect SfZl insect cells using the catiomc lipid Cellfectin 
(Anderson, D., et al.. Focus 16:53 (1995)). 

For expansion of primary virus, the supernatant was removed from the 
transfected cells about 72 hours after transfection and 1 ml was used to infect 
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35 ml ofSJll insect cells (about 1.2 x 10^ cells/ml). After 72 hours, the culture 
was centrifiig^ (2,000 ipm; 10 min) and the supernatant was decanted and used 
as a secondary viral stock. The secondary virus stock was expanded simUarly by 
infecting 35 ml of 5/21 cells with 0 J ml of the secondary stock. 

5 Wus stocks were tiien used to infect Sfl I cells for the expression of RS V 

RT. In prdiminary experiments, expression of RT activity from infected cells was 
found to be ma)dmal about 72 hours after infection. For test expressions, 70 ml 
qfSfll cells were infected with 5 ml of the \drus stock, and the cells w^e 
harvested 72 hours after infection by centrifugation at 1,000 rpm for 5 minutes, 

10 resuspension in PBS (2.5% of the culture volume) and recentrifiigation at 

1,000 rpm for 5 minutes. Supematants were removed and the cells were stored 
at -70**C until use. For larger scale production, 600 ml of cells in 2.8 liter 
Fembach flasks were infected with 2 ml of virus stock, and the cells were 
harvested 72 hours after infectioa 

15 Example 2: Isolation of RS V RNase H RT 



To proAade purified recombinant RS V H' RT, cloned RS V H' RT was 
overexpressed in cultured insect cells as described in Example I and purified by 
affinity and ion-exchange chromatography. The RS V RT produced comprises the 
a and P subunits. Isolation of RSV RT provides a substantially pure RSV RT in 

20 which contaminating enzymes and other proteins haye been substantially removed, 

although such contaminants need not be completely removed. 

Buffers. The pH of all buffers was determined at 23 C, and buffers were 
stored at 4**C until use. Crack Buffer contained 50 mM Tris-HCl (pH 7.9), 
0.5 M KCl, 0.02% (v/v) Triton X-100 and 20% (v/v) glycerol. Just before use, 

25 the following protease inhibitors (Boehringer Mannheim; Indianapolis, IN) were 

added to Crack Buffer at the final concentrations indicated: leupeptin (2 fig/ml), 
Pefabloc (48 jig/ml), pepstatin A (2 fig/ml), ben2amidine(800 fig/ml) and PMSF 
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(50 Mg/ral). Buffer A contained 20 mM Tris-HCI (pH 7.9), 0.25 M KCl, 0,02% 
(v/v) Triton X-100, and 10% (v/v) glycerol. Buflfer B was Buflfer A with 1 M 
imidazole added. Buffer S contained 50 mM Tris-HCI (pH 8.2), 0.02% (v/v) 
TritonX-100, 10% (v/v) glycerol, 0,1 mMEDTAand 1 mMdithiothreitol(DTT). 
Buflfer T was Buflfer S with 1 M KCl added. Buflfer H contained 20 mM 
potassium phosphate (pH 7.1), 0.02% (v/v) Triton X-100, 20% (v/v) glycerol, 
0.1 mM EDTA and 1 mM DTT. Buflfer J was Buflfer H with 1 M KCl added. 
Storage Buflfer contained 200 mM potassium phosphate (pH 7.1), 0.05 % (v/v) 
NP-40, 50% glycerol (v/v), 0. 1 mM EDTA, 1 niMDTT, and 10% (w/v) trehalose. 

Extract preparation. Frozen insect cells (25 g) were thawed and a slurry 
prepared at 4*'C with 50 ml of Crack Buflfer plus inhibitors. Cells were disrupted 
at 4 ''C by sonication with a Fisher 5 50 Sonicator at 25% of maximum power. The 
disrupted crude extract was clarified by centrifugation at 27,000 x g for 30 
minutes at 4**C. 

RSVR T isolation. Following darification, the extract was fractionated and 
RSV RT purified by column chromatography at 4**C, The clarified crude extract 
was loaded unto a 30 ml Chelating Sepharose Fast Flow column (Pharmacia; 
Piscataway, NJ) charged with NiS04 as per manufacturer's instructions and 
equilibrated in 99.5% Buflfer A + 0.5% Buffer B. The column was washed with 
one column volume of 99% Buflfer A + 1% Buflfer B and then with 10 column 
volumes of 98.5% Buffer A + 1.5% Buflfer B. RT was eluted wth a 10-column 
volume linear gradient of 98.5% Buflfer A + 1 .5% Buflfer B to 75% Buflfer A + 
25% Buflfer B. 

During purification, reverse transcriptase activity was assayed with 
poly(C)-oIigo(dG). which is specific for reverse transcriptase (Gerard G. F., et ai , 
Biochemistry 13: 1632-164 1 (1974)). RT unit activity was defined and assayed as 
described (Houts, a E.,e/ a/.,/. ViroL 29:517-522(1979)). Using the poly(C)- 
oligo(dG) assay, the peak fractions of RT activity from the Chelating Sepharose 
Fast Flow column (10 to 17% Buflfer B) were pooled, diluted with an equal 
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volume of Buffer S, and loaded on a 5 ml AF-Heparin-650M column (TosoHaas; 
Montgomeryville, PA) equilibrated in Buffer S. After a wash with 12 column 
volumes of 90% Buffer S + 10% Buffer T, the column was eluted with a 15- 
cblumn volume linear gradient of Buffer S to 30% Buffer S + 70% Buffer T. The 

5 peak fractions of RT acti\dty (43 to 50% Buffer T) were pooled, diluted with 2.5 

volumes of Buffer H, and loaded unto a Mono S HR 5/5 column (Pharmacia; 
PiscaUway, NJ) equilibrated in Buffer H, After a wash vnth 20 column vohimes 
6f85%BufferH+ 15%Buffer J, the column was eluted with a 20 column volume 
gradient of 85% Buffer H + 15% Buffer J to 50% Buffer H + 50% Buffer J. The 

10 RT peak fractions were pooled, dialyzed against Storage Buffer overnight, and 

stored at -20*'C. 

Following purification, RS V H" RT was found to be >95% homogeneous 
as judged by SDS-PAGE. The purified enzyme was also found to be substantially 
lacking in RNase and DNase contamination, and substantially reduced in RNase 
15 H acti>aty. 

Example 3: Preparation of Full-length cDNA Molecules 

Enzymes. Superscript II RT (SS II RT), a cloned form of Moloney 
murine leukemia virus (M-MLV) RT lacking demonstrable RNase H activity (i.e., 
an "RNase H' RT"), was from Life Technologies, Inc. (Rockville, Maryland). 

20 M-MLV RT, a cloned murine RT with full RNase H activity (/.e., an "RNase 

RT"), was also from Life Technologies, Inc. AMV RT, an RNase uncloned 
form of avian myeloblastosis virus RT, was from Seikagaku America, Inc. RSV 
H' RT was prepared as described in Examples 1 and 2. Recombinant Tth DNA 
polymerase, a cloned, thermophilic DNA polymerase from Thermus thermophilus 

25 Avith reverse transcriptase activity, was from Perkin Elmer. 

Synthetic mRNA. A 7,5 kilobase (Kb) synthetic mRNA with a 120- 
nucleotide 3* poly(A) tail (Life Technologies, Inc.; Rockville, Maryland) was used 
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as template to test the eflBdency of various enzymes alone or in conlbination. 

cDNA Synthesis Reaction Mixtures. Reaction mixtures (20 pi each) 
contained the following components unless specified otherwise: 50niMTris-HCl 
(pH 8.4 at 24X), 75 mM KCl, 10 mM dithiothreitol, 1 mM each of [^^P]dCTP 
5 (300 cpm/pmole), dGTP, dTTP, and dATP, 25 \igfwl (p(dT)25-3o), 125 pg/mi of 

7,5 Kb mRNA, and 35 units of cloned rat RNase inhibitor. Reaction mixtures 
with RTs alone or in combination contained the following: 



SS n RT alone: 


0.5 mM dNTPs, 3 mM MgClj, and 200 units 
ofSSIIRT 


RSVHRT alone: 


7.5 mM MgClj and 7 units of RSV H" RT; 


AMVRT alone: 


50 mM KCl, 10 mM MgClj, 4 mM sodium 
pyrophosphate and 14 units of AMV RT 


SS II RT olus RSV H' RT- 


5 mM MeCU 200 units of SS IT RT and 7 
units of RSVHRT; 


Tth DNA Polymerase 
aione: 


0.5 mM dNTPs, 1 mM MnCl^ and 5 units of 
Tth DNA Polymerase 


M-MLVH*RT alone: 


0.5 mM dNTPs, 3 mM MgClj, 50 pg/ml 
actinomydn D and 200 units of M-MLV H* 
RT 


Tih DNA Polymerase plus 
either SS II RT or RSV H- 
RT: 


same as Tth DNA Polymerase alone, plus 
either 200 units of SS II RT or 7 units of RSV 
HRT 


M-MLVH* RTplusSS II 
RT: 


same as M-MLV H* RT alone, plus 200 units 
ofSSIIRT; 


M-MLVH* plus either 
AMVRT or RSVHRT: 


5 mM MgClz, 50 pg/ml actinomycin D, 200 
units of M-MLV H* RT, and either 14 units of 
AMV RT or 7 units of RS V H RT 


AMV RT plus either SS II 
RT or RSVHRT: 


5 mM MgCli, 50 ^g^ml actinomydn D, 14 
units of AMV RT, and either 200 units of 
SS II RT or 7 units of RSV HRT 
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When RTs were used in combination, one enzyme was added first followed 
immediately by the addition of an aliquot of the second enzyme. In some cases in 
which a single enzyme was used, a second aliquot of the same enzyme was added 
as a control to assess the eflFect of doubling the amount of the singje enzyme. 

All cDN A synthesis reactions were carried out at 45 C for 50 minutes, and 
the resultant cDNA product was detectably labeled by the RT-catalyzed 
incorporation of a ^-labeled deoxyribonucleoside triphosphate precursor. The 
total yield of cDNA was determined by add precipitation of a portion of the 
cDNA product and counting it in a scintillation counter. The '^P-labeled cDNA 
product in the remainder of the reaction mixture was fractiokated by alkaline 
agarose gel electrophoresis (Carmichael, G.G., and McMaster, G.K., Meth, 
EnzymoL tf5:380-385 (1980)). The gel was dried and the size distribution of the 
cDN A product was established by autoradiography. Using the autoradiographic 
film as a template, the dried gel was cut and analyzed by scintillation counting to 
establish the fi^action of fiiU length (7^5 Kb) product synthesized. 

Tables 1 and 2 show the total amount of cDNA synthesized and fijll length 
cDNA synthesized, respectively, fi^om the 7.5 Kb mRNA by enzymes alone or in 
corabinatioa The following conclusions can be drawn: 

1 . When RTs were present alone, the highest yields of total and fiiU 
length product were obtained with the RNase H" forms of RT. With either RSV 
H' RT or SS II RT, the total yield was almost double the highest yield obtained 
with an RNase enzyme (101 1 and 946 ng, respectively, versus 607 ng). The 
effect of removing RNase H fi-om the reaction was even more dramatic when fiiU 
length yields were examined. In this case, yields were at least tripled (234 and 
208 ng for RSV H" and SS II RT versus 79 and 26 for M-MLV IT RT and AMV 
RT, respectively). These results demonstrate the dramatic positive effect of 
eliminating RNase H from RT. 

2. When RTs were combined, several effects were observed. Mixing 
RTs firom different sources, whether RNase H" or RNase H\ increased total and 
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foil length yields. This is consistent vdth the hypothesis that pausing at ates 
unique to one enzyme can be reduced by a second RT with a different set of pause 
sites. However, by fer the greatest yidds of total and foil length cDNA product 
were obtained when two different RNase H' RTs were combined (see shaded 
boxes in Tables I and 2). These results indicate that the two RNase H' en2ymes 
coop^te to synthesize foil length cDNA molecules: the first enzyme synthesizes 
truncated cDN A molecules, which are then extended to folMength via the activity 
of the second enzyme. Thus, the compositions and methods of the present 
invention facilitate tThe synthesis of foil-length cDNA molecules. 
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Table 1. Total Yield of cDNA Synthesized by Various Enzymes 
from 7.S-Kb mRNA' 



Enzyme Added First 



(None) 



RSVH RT 



SS U RT 



M-MLVH* 
RT 



AMVRT 



m DNA 
Polymerase 



RSVH 
RT 



1,011 



952 



848 



533 



218 



ssn 

RT 



946 




i 1,046 



621 



922 



996 



M-MLV 
H*RT 



607 



802 



751 



599 



802 



'Mass (ng) of total cDNA product 
^not tested 



AMV 
RT 



316 



479 



827 



867 



353 



Tth DNA 
Polymerase 



297 
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Table 2. Yield of Full Length cDNA Synthesized by Various 



Enzymes from 7.5 Kb mRNA' 





Enzyme Added First 


Ena^me Added Second 




RSVH- 
RT 


ssn 

RT 


M-MLV 
H*RT 


AMV 
RT 


mONA 
Polymerase 


(None) 


234 


208 


79 


26 


<1 


RSVHRT 


211 




128 


71 




ss n RT 




229 


105 


141 




M-MLV H* 
RT 


128 


79 


69 


96 




AMVRT 


83 


148 


100 


38 




Tth DNA 
Polymerase 


5 


176 









^Mass (ng) of full-length (7.5 kb) cDNA product 
^ot tested 



In the mbdng experiments summarized in Tables 1 and 2, two reverse 
transcriptases were added simultaneously to a reaction under conditions that may 
have been suboptimal for a single given RT. This was the case when an avian and 
a murine RT were used together, since the MgClj concentration was set at 5 mM, 
between the optima of 3 mM and 7.5 mM for murine and avian RT, respectively. 
In addition, full advantage could not be taken in these experiments of the thermal 
stability of avian RNasc RT in reactions containing a less thermostable 
murine RT. 

To use multiple enzymes and to address the fact that diflferent enzymes 
may have different optimal conditions, sequential additions or separate use of the 
enzyme may be done in accordance with the methods of the invention. For 
example, cDNA could be synthesized from different aliquots of the same RNA in 
separate reaction tubes with different RTs under reaction conditions optimal for 
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each RT. Subsequently, the cDNAs from each reaction could be mixed before 
performing farther manipulations. Alternatively, RTs could be used singly and 
sequentially in one tube to perform cDNA synthesis. That is, SuperSoipt II could 
be used first to copy an RNA population under optimal reaction conditions, and 
then conditions could be adjusted to optimal for RSV H~ RT in the same tube, and 
farther synthesis could be performed with the avian RT at elevated temperature. 

Example 4: CloningandExprcssionof Avian Myeloblastosis Virus (AMV) 
RT and AMV RNase H (AMV H ) RT 

General Methods 

The AMV RT of the present invention is a cloned form of avian retrovirus 
RT. The AMV H* RT is a variant of cloned AMV RT in which both the a and the 
P siibunits are mutated by a single amino acid change to eliminate RNase H 
acti\dty, although AMV RT substantially reduced in RNase H activity is also 
produced by mutating the a subunit alone (tiie P subunit not containing a mutation 
in the RNase H domain). Mutations and plasmid constructions were conducted 
using standard molecular biology methods (see^ e.g., Sambrook, J,, et al.. 
Molecular Cloning: A Laboratory Manual, 2nd Ed , Cold Spring Harbor, NY: 
Laboratory Press (1989)), modified as described below. Plasmid preparation, 
PGR, gel electrophoresis, DNA firagment isobtion and cloning, insect cell culture 
and baculovirus production were all performed as described for RS V RT cloning 
and expression in Example 1 . 

Cloning and Expression of Genes Encoding the AMV RT a and 
Subunits 

To clone AMV RT, AMV viral RNA was prepared (Strauss, E.M., et ai,, 
J. Virol Metk 7:213 (1980)) fi^om purified (Grandgenett, P.P., et ai, AppL 
Microbiol 26:452 (1973)) AMV obtained from Life Sciences (St. Petersburg. 
Florida). AMV RT cDNA was prepared fi-om AMV viral RNA with the 
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Superscript Plasmid System for cDNA Synthesis and Plasnud Cloning (Life 
Technologies, Ina; Rdckville, Maryland) followng the instnictions in the kit 
manual. A primer specific for AMV RT was used that adds a Notl site to the 
cDNA. Following preparation, AMV RT cDNA was cloned into pSPORTl that 
had been treated with Sati and iVbrt, resulting in a vector (pSPORTS) comprising 
the AMV RT gene (Figure 22). 

Both the a and P subunits of AMV RT are produced by proteolytic 
processing of larger polypeptide precursors (Gerard, G.F., in: Enzymes of Nucleic 
Acid Synthesis andhdodificaiion. Vol I: DNA Enzymes, Jacob, ST., ed., Boca 
Raton, Florida; CRC Press, pp. 1-38 (1983)). To obviate the requirement for 
proteolytic processing, the coding sequence for AMV RT was mutagenized and 
subcloned such that both the a and P subunits were encoded by genes with 
standard start and stop translational signals. To make RNase H" constructs, both 
a and P genes were mutagenized in the RNase H region, although construction of 
any combination of subunits (e,g, , a RNase IT/p RNase H"^; a RNase H7p RNase 
H"^; a RNase HVp RNase H'; a RNase HVp RNase H") may be accomplished in 
this same manner. It has been discovered that AMV RT a RNase HVp RNase 
is substantially reduced in RNase H activity (approximatdy 5% of wildtype). A 
sequence encoding an affinity tag was added to the carboxy end of the P subunit. 

Synthesis ofcDNA from AMVRNA. The AMV RNA was copied into 
DNA using a 3' primer which is complementary to the 3* end of the AMV RT 
gene, and which adds a Notl site to the 3* end of the gene (Figure 22). The 5* end 
of the resulting cDN A was made into a Sah end by the addition of a SaH adapter. 
This cDNA was then cloned into a Sati-Notl cleaved vector (pSPORTl). First 
strand cDNA was synthesized using Superscript II RT (Gerard, G.F., et al, 
FOCUS 11:66 (1989)) and a gene specific primer (Oligonucleotide #1) instead of 
the Notl primer-adapter: 
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Oligonucleotide #1 (SEQ ID NO: 13): 

5' gactagttctagatcgcgagcggccck:ccattaactctcgttgg 

CAGC 3' 

The second strand synthesis was achieved using DNA polymerase I in 
combination with E, coli RNase H and DNA ligase at 16''C and subsequently 
polishing the termini wth T4 DNA polymerase. The cDNA was deproteinized and 
precipitated with ethanol, and Sail adapters consisting of Oligonucleotides #2 and 
#3 were ligated to the cDNA: 

Oligonucleotide #2 (SEQ ID NO: 14): 
5' TCGACCCACGCGTCCG 3' 

Oligonucleotide #3 (SEQ ID NO:15): 
5* CGGACGCGTGGG 3' 

The addition of the adapters was followed by digestion with NptL Size 
fractionation of the cDNA was done on 1 ml prepacked columns pro\ided with 
the cDN A cloning kit. The amount of cDNA in each fraction was calculated from 
the specific activity of incorporated ^^P label, and the size of tiie cDNA was 
determined by autoradiography of an agarose gel. Those fractions that were 
greater than 3 Kb were selected for cloning. 

Cloning AMV cDNA into a Vector, The cDNA was ligated into SaH-Notl 
cleaved pSPORTl vector and then the ligated cDNA was used to transform K 
coli MAX Efficiency DHIOB™ competent cells (Life Technologies, Inc., 
Rockville, Maryland). After transformation, aliquots of cells were plated on LB 
plates containing ampicillin. Twelve colomes were picked aiid I ml cultures were 
grown for mini-preps. Gels were run to check for certain fragments after digesting 
with restriction enzymes Sali, MM, Pstl, Apal^ Dralll, i^M and Bglll. One 
plasmid, pSPORTS, was selected since the insert was large enough to code for the 
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AMV RT gene (3 Kb) and a Psil site was present which indicated that the 5' 
terminus of the AMV RT gene was present (Figure 22). 

Mutagenesis and subcloning of the amino end, the carboxy end and the 
middle of the AMV RT p submit The AMV RT gene was mutagenized to add an 
ATG codon and an £caRI site to the amino end of the sequence coding for the 
mature RT polypeptide by PCR wth pSPORTS as the target and the following 
oligonucleotides: 

Oligonucleotide #4 (SEQ ID NO: 16): 

5* AUG GAG AUG UCU GAA TTC ATG ACT GTT GCG CTA CAT CTG 
GCT 3* 

Oligonucleotide #5 (SEQ ID N0:2): 

5' AAG GCG UAC UAG U GTT AAC AGC GCG CAA ATC ATG CAG 3' 

PCR was performed, and PCR products purified, as described above. The 
PCR reaction was treated with Dpnl to destroy the target and the PCR product 
was cloned into pAMPlS by UDG cloning (Buchman, G.W., c/o/.. Focus 75:36 
(1993)), forming plasmid pAMVN (Figures 23, 26). 

FoUow'mg mutagenesis and cloning of the amino end, a His^ affinity tag, 
di Xhol site and a translationai stop codon were added to the carboxy end of the 
gene for the p subunit of AMV RT in pSPORTS by PCR us'mg the following 
oligonucleotides: 

Oligonucleotide #6 (SEQ ID N0:3): 

5' CUA CUA CUA CUA GGT ACC CTC TCG AAA AGT TAA ACC 3' 
Oligonucleotide #7 (SEQ ID N0:9): 

5* CAU CAU CAU CAU GAG GAA TTC AGT GAT GGT GAT GGT GAT 
GTGCAAAAAGAGG3' 
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PCR was performed, and PGR products purified, as described above. The 
PGR reaction was treated with Dpnl to destroy the target and the PGR product 
was cloned into pAMPlS by UDG cloning (Buchman, G.W., ei aL, Focus 75:36 
(1993), forming plasmid pAMVC (Figures 23, 27). 

To add the middle region of the AMV RT P subunit, the 2.3 Kb Hpal- 
A/?/iI fragment from pSPORTS that encodes the middle of the p subunit of AMV 
RT was cloned into the HpaVKpnl sites of pAMVN, forming pAMVNM 
(Figures 23, 28). To add the carbdxy end of the AMV RT P subunit, since 
pAMVC has two Kpnl sites (Figure 27), it was partiailly cleaved with Kpnl, then 
completely deaved wth and the 3 Kb fi^gmait with the carboxy end of 
AMV RT was isolated and ligated to the 3.5 Kb 5caI-^^/iI fragment of 
pAMVNMH- (figure 29), foniung pAMVBH- (Figures 23, 30). 

Mutagenesis of the beta subunit to RNase H\ The RS V RT and AMV 
RT genes are related (GenBaric sequences J02342, J0202 1 and J02343 for RSV- 
C; L10922, L10923, L10924 for AMV). These genes code for an identical 
sequence of amino acids over a short distance of the RNase H region. As 
described above in Example 1, during the cloning and mutagenesis of the RS V RT 
genes an RNase H* derivative of the RS V RT P gene was made by site- directed 
mutagenesis. The oligonucleotide that was used (oligonucleotide #8) changed 
amino acid Asp450 to an Ala450 and introduced an <Ss/II site (underlined). 

Oligonucleotide #8 

GGA GGG AGT GTG TTT ACCGCGGGG TCG TGA AGG ACC 

The plasmid with the RNase H- mutation in the RS V RT p gene is p AMP 1 8BH- 
(Figures2, 14). The 129bp5^I-5j/EIIfragmentfrompAMP18BH- wascloned 
into the ^^rGI-^^-^II sites of pAMVNM, replacing the RNase region in this 
plasmid and forming p AMVNMH' (Figures 23, 29). The effect of this replacement 
was to change Asp450 to Ala450 in the AMV p gene without changing any other 
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amino acids. To convert the P subunit back to RNase H+, an oligonucleotide 
primer having the wildtype sequence may be used. 

Mutagenesis cmdsubclomng of the gene encoding the AMVRT a subunit 
To create a gene which codes for the a subunit of AMV RT, oligonudeotides #9 
and #10 were used to mutagenize the amino end of the AMV RT gene from 
p AMVNM to introduce a translational stop codon where a\dan retro\dral protease 
pi 5 normally cleaves the precursor polyprotein to make the a subunit: 

Oligonudeotide #9 (SEQ ID NO:6): 

5' CAU CAU CAU CAU CCC GGG TTA ATA CGC TTG GAA GGT GGC 3* 
Oligonudeotide #10 (SEQ ID N0:7): 

5' CUA CUA CUA CUA TCA TGA CTG TTG CGC TAC ATC TG 3' 

PCR cycling conditions were 5 minutes at 94°C, followed by 8 cycles of 
15 seconds at 55°C/2 minutes at 72*'C/15 seconds at 94''C, and then 2 minutes 
at 72**G The PCR reaction was treated vwth Dpnl to destroy the target and the 
PCR product was doned into pAMPlS by UDG cloning (Buchman, G.W., etal.^ 
Focus 15:36 (1993)), forming plasmid pAMVA (Figures 24, 3 1). To make the 
RNaseH" allele of the a subunit of AMV RT, the same procedure was followed 
using pAMVBH- as a target, forming plasmid p AMV AH- (Figures 24, 32). 

^ Cloning the AMVRT a and p genes into pFasiBacDuai The a gene was 
excised from pAMVA with Smal and BsplU.^ and subcloned into the Ncol-FsmH 
sites of pFastBac Dual (pD; Figure 33), creating plasmid pDAMVA 
(Figures 25, 34). An RNase H" AMV RT a gene was similarly cloned from 
pAMVAH-, forming plasmid pDAMVAH- (Figures 25, 35). Inbbthplasmids, the 
AMV RT a gene was downstream from the baculo virus PIO promoter. The 
RNase H- AMV RT P gene was excised from pAMVBH- with£coRI and cloned 
into the £coRI site of pD AMVA. Clones were selected in which the EcdRl insert 
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was oriented such that the AMV RT P gene was dowr^tream from the polyhedrin 
promoter, forming plasmid pDAMVABH- (Figures 25, 36), In this construct, the 
AMV RT a gene was RNase H*, but the p gene was RNase H". The AMV RNase 
H' RT P gene and polyhedrin promoter were excised from pDAMVABH- with 
Rsrll and Noil and cloned into the /Isrll-Afo/I sites of pSPORT 1 , forming plasmid 
pJAMVBH- (Figures 25, 37). The AMV RNase ff RT p gene and polyhedrin 
promoter were excised from p J AMVBH- wth Rsrll and Notl and cloned into the 
Rsrll'Noa sites of pDAMVAH-, forming plasmid pDAMVAH-BH- 
(Figures 25, 38). 

The recombinant host cell comprising plasmid pDAMVABH-, £. coli 
DHlOB(pDAMVABH-), was deposited on June 17, 1997, with the Collection, 
Agricultural Research Culture Collection (NRRL), 1815 North University Street, 
Peoria, Illinois 61604 USA, as Deposit No. NRRL B-21790. 

Using the deposited plasmid, one of ordinary skill in the art may easily 
produce, using standard genetic engineering techniques (such as those for site- 
directed mutagenesis described above), plasmids encoding various forms of the a 
and/or p subunits of AMV RT {e,g,, a RNase H7p RNase H^; a RNase 
H/p RNase ff; a RNase H7p RNase ff; and a RNase HVp RNase H^. 

Transfeciionofinsecicellsfor virus and AA4VRTproduciiort, To prepare 
vectors for the transfection of insect cells, it was first necessary to insert the AMV 
RT gene constructs into a baculovirus genome. This insertion was accomplished 
using the site-specific transposon Tn7, as described for the insertion of the RS V 
RT gene constructs into bacmids in Example 1. Plasmid pDAMVABH- was 
transformed into DHlOBac cells and transposition of sequences encoding the 
AMV RT P gene (whose synthesis is directed by the baculovirus polyhedrin 
promoter) and the AMV RT a gene (whose synthesis is directed by the 
baculovirus P 1 0 promoter) was followed by screening for loss of P-galactosidase 
activity following transposition to the site on the bacmid which codes for the P- 
galactosidase a peptide (Harris, R, and P^layes, D.A., FOCUS /P:6-8 (1997)). 
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Bacmid DNA was then prepared from transformants (10 ml cultures) by a slight 
modification of a standard miniprep procedure, as described in Example 1 . About 
1 pig of the bacmid DNA was used to transfect 5/21 insect cells using the cationic 
lipid CeUfectin (Anderson, D., ei aL, FOCUS 16:53 (1995)). 

For expansion of primary virus, the supernatant was removed from the 
transfected cells about 72 hours after transfection and 1 ml was used to infect 
35 ml of 5/21 insect cells (about 1.2 x 10^ cells/ml). After 72 hours, the culture 
was centrifiiged (2,000 rpm; 10 min) and the supernatant was decanted and used 
as a secondary wal stock. The secondary virus stock was expanded similarly by 
infecting 35 ml ofSfll cells with 0. 1 ml of the secondary stock. 

Virus stocks were then used to infect Sfl 1 cells for the expression of AMV 
RT. In preliminary experiments, e?q)ression of RT acti\dty by mfected cells was 
found to be maximal about 72 hours after infection. For test expressions, 70 ml 
of 5/21 cells were infected with 5 ml of the viral stock, and the cells were 
harvested 72 hours after infection by centrifiigation at 1,000 rpm for 5 minutes, 
resuspension in PBS (2.5% of the culture volume) and recentriftigation at 
1,000 rpm for 5 min, Supematants were removed and the cells were stored at 
-70**C until used. For larger scale production, 600 ml of cells in 2.8 Uter Fernbach 
flasks were infected with 2 ml of viral stock, and the cells were harvested 
72 hours after infection. AMV RT was then isolated as described for RS V RT in 
Example 2. 

Example 5: Reverse Transcription with Retroviral RTs at Temperatures 
Above 55** C 

Retroviral reverse transcriptases have historically been used to catalyze 
reverse transcription of mRNA at temperatures in the range of 37**C to 42*'C (see 
technical literature of commercial suppliers of RTs such as LTI, Pharmacia, 
Perkin Elmer, Boehringer Mannheim and Amersham). There is a prevailing belief 
that at Uiese temperatures mRNA secondary structure interferes with reverse 
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transcription (Gerard, G.F., ei aL. FOCUS 77:60 (1989); Myers, T.W., and 
Gelfand, D,H., Biochem. 30:7661 (1991)) and the specificity of primer binding is 
/ reduced during gene-specific reverse transcription processes, such as RT-PCR, 
causing Mgh background signal (Myers, T.W., and Gelfiuid, D.H,, Biochem. 
30:7661 (1991); Freeman, W.N., ei aL, BioTechniques 20:782 (1996)). It is 
therefore desirable to carry out RNA reverse transcription at more elevated 
tanperatures, /.e., above SS^'C, to help alleviate these problems. 

As noted above^ retroviral RTs are genially not used at temperatures 
above 37*'C to 42**C to copy RNA because of the limited thermal stability ofthese 
mesophilic enzymes. In recent years, however, it has been reported that AMV RT 
can be used to perform RT-PCR of small amplicons (<500 bases) at 50**C, and to 
a limited extent at 55**C (Freeman, W.M., etal,, BioTechniques 20:1%1 (1996); 
Mailers, F., et al, BioTechniques 75:678 (1995); Wang, R,F., e/ a/., 
BioTechniques 72:702 ( 1 992)). Forms of M-MLV RT lacking RNase H activity, 
because of removal of the RNase H domain (Gerard, G.F., etal,, FOCUS J 1:66 
(1989) or because of point mutations in the RT gene (Gerard, G,F,, etaL, FOCUS 
14:91 (1992)), can also be used at 50*C, but not at 55**C, to catalyze cDNA 
synthesis. 

Therefore, the thermal stability of RNase ff RSV RT and its utility in 
higher temperature (/.e. , above 50* C) reverse transcription reactions for synthesis 
of large cDNAs was examined. 

Methods 

Enzymes and RNAs. Superscript RT (SS RT), Superscript II RT (SS II 
RT), and Moloney murine leukemia virus (M-MLV) RT were from LTI. AMV 
RT was from Seikagaku America, Inc., or was prepared as described above in 
Example 4. SS RT is an RNase H' form of M-MLV RT in which RNase H 
activity has been eliminated by removing the RNase H domain of the RT 
polypeptide, resulting in an enzyme with a molecular weight of 57 KDa rather 
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than 78 KDa (Gerard, QF., et al, FOCUS 11:66 (1989); Kotewicz, ML., et al 
Nua Acids Res, 16:265 (1988)). SS II RT is an RNase H' form of M-MLV RT 
in which RNase H activity has been eliminated by the introduction of three point 
mutations in the RNase H domain of M-MLV RT (Gerard, G.F., ei aL, FOCUS 

5 14:9\ (1992)). Rous Associated Virus (RAV) RT was from Amersham. RSV 

RNase H' and RSV RNase RT were cloned, expressed and purified as 
described above in Examples 1 and 2, The RNAs used as templates were 
synthetic RNAs of 1.4, 2.4, 4.4 and 7:5 Kb, each with a 120 nucleotide poly(A) 
tail at the 3* end, obtained from LTI. Synthetic CAT mRNA was from LTI. 

10 Model System for Determining Functional Thermal Stability of Reverse 

Transcriptases. A mixture of 1.4-, 2.4-, 4.4-. and 7.5-Kb mRNAs was used to 
test the ability of various RTs to synthesize full-length cDNA copies at various 
temperatures. The cDNA products synthesized were labeled radioactivdy by the 
RT-catalyzed incorporation of a ^P-labeled deoxyribonucleotide triphosphate 

15 precursor. The ^^P-labeled cDNA products were fractionated by alkaline agarose 

gel electrophoresis (Carmichael, G.G., and McMaster, G.K., Metk EmymoL 
65: 3 80 ( 1 980)). The gel was dried and the size distribution of the cDNA products 
was established by autoradiography. Using the autoradiographic film as a 
template, the fiiU length cDNA bands at 1 .4, 2.4, 4.4 and 7.5 Kb were cut from the 

20 dried gel and counted in scintillant to establish the amount of each fiill length 

product synthesized. 

cDNA synthesis reaction conditions. All cDN A synthesis reactions were 
carried out at the indicated temperatures for 30 or 50 minutes. All reaction 
mixtures were 20 pi and contained the following components unless spedfied 

25 otherwise: 50 mMTris-HCl (pH 8.4 at 24°C), 75 mM KCl, 10 mM dithiothreitol, 

1 mM each of [^^P]dCTP (300 cpm/pmole), dGTP, dTTP, and dATP, 25 pg/ml 
p(dT)^5o, 12.5 pg/ml each of 1 .4-, 2.4-, 4.4-, and 7,5-Kb mRNA, and 35 units of 
cloned rat RNase inhibitor. In addition, reaction mixtures contained the following: 
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SS II RT: 


0.5 mM dNTPs (instead of 1 mM), 3 mM 
MgCli and 200 units of SS 11 RT 


RSVHRT: 


7.5 mM MgClj and 21 units of RSV H" RT; 


AMVRT: 


50 mM KCI, 10 mM MgClj, 4 mM sodium 
pyrophosphate and 29 units of AMV RT 


RSVITRT: 


50 mM KCI, 10 mM MgCij, 4 mM sodium 
pyrophosphate and 24 units of RSV H* RT 


RAVRT: 


50 mM KCI, 10 mM MgCli, 4 mM sodium 
pyrophosphate and 24 units of RAV RT 



Reaction mixtures containing all components except enzyme were preincubated 
at the desired temperature for three minutes, and then RT was added to initiate 
cDNA synthesis. 

Half Life Determinations, The half lives of RTs were determined by 
incubating individual tubes of RT at a desired temperature for appropriate lengths 
of time and stopping the incubation by placing the tube on ice. RSV RTs, RAV 
RT and AMV RT were incubated in 20 jxl aliquots containing 50 mM Tris-HCl 
(pH 8.4), 75 mM KCI, 7.5 mM MgClj, 10 mM dithiothreitol, 50 jig/ral CAT 
mRNA, 25 jig/ml p(dT),2,i8, and 350-700 units/ml RT. Murine RTs (SS RT, SS 
n RT, M-MLV RT) were incubated in mixtures containing the same components 
except MgClj was at 3 mM and enzyme was at 2,500 units/ml. An aliquot from 
each tube (5 pi for avian RTs and 1 pi for murine RTs) was assayed for RT 
activity in a unit assay reaction mixture to determine residual RT activity. 

Unit Assays, Unit assay reaction mbctures (50 pi) contained 50 mM Tris- 
HCl (pH 8.4), 40 mM KCI, 6 mM MgCl^, 10 mM dithiothreitol, 500 pM 
pH]dTTP (30 cpm/pmole), 0.5 mM poly(A), and 0.5 mM (dT)i2-i8- Reaction 
mixtures were incubated at 37''C for 10 minutes and labeled products were acid 
precipitated on GF/C glass filters that were counted in a scintillation counter. 
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Results and Discussion 

With a few exceptions, the half lives in tiie presence of a template primer 
at 50°C, 55X and 60X were determined for RSV H*^ RT, RAV RT, 
AMV RT, RSV H* RT, M-MLV RT, SS RT, and SS II RT. The results are 
shown in Figure 39 and Table 3. 



TABLE 3. ElALF LIVES OF REVERSE TRANSCRIPTASES' 




HALF LIFE (MINUTES) AT: 


ENZYME 


45°C 


50"C 




60"C 


RSVH RT 


440 


138 


5 


0.75 


RSVH^RT 


ND^ 


30 


ND^ 


ND' 


RAVRT 


159 


37 


3.8 


ND' 


AMVRT 


96 


16 


1.3 


ND' 


Superscript II RT 


105 


7 




ND' 


Superscript RT 


120 


3 


ndV 


ND' 


M-MLV RT 


65 


2.5 




ND' 



'Half lives were determined from tfie data shown in Figure 39, 
^D: not determined. 

^ND: not determined, because half life in this reaction mixture was too short to be 
d^ennined accurately. 



The results shown in Figure 39 and Table 3 clearly demonstrate that 
RNaseH^ RTs (RSV, RAV and AMV) are much more thermostable than M-MLV 
RT, and have reasonable half lives at 50** C, Furthermore, mutating these RTs to 
produce their corresponding RNase H* forms further increases their half lives. 
Most dramatically, RNase H' RSV RT had a much longer half life than any other 
retroviral RT at 45 °C, 50**C and 55 °C. Thus, introduction of a single amino acid 
change into the RNase H domain of each subunit of RSV RT increases its half life 
at 50X by nearly five-fold. 

The impact of this increased thermal stability on cDNA synthesis at 
temperatures above 50 °C was found to be dramatic. Figure 40 shows the results 
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ofacomparison ofthe performance oftheseRTs at 45 **C, 50**C, 55*'Cand60*'G 
in copjing mRNA of 1 .4 to 7. 5 Kb in length. With the exception of RS V H' RT, 
none of the RTs were found to produce substantial product longer than 2.4 Kb in 
length at 5 5 C or 60*'C. RS V H* RT, in contrast, continued to make fuH-length 

5 7.5-Kb cDNA at 55°C, and 4.4-Kb cDNA at 60X. Figures 41 and 42 show a 

more detailed comparison of the two RTs that performed best in Figure 40 (/.e,, 
SS II RT and RSV H' RT). At temperatures above 55X, RSVff RT was found 
to continue to synthesize cDNAs of all lengths, while SS II RT produced only low 
levels of cDNA greater than 1 Kb in length. 
10 Taken together, these results demonstrate that RNaseff RSV RT is much 

more thermoactive than any other retroviral RT available commercially, and can 
be used to synthesize longfer cDNAs (up to 4 Kb long) at 60**C. This enhanced 
thermoactivity of RNase H' RSV RT is due^ to an increased thermal stability, 
relative to RNase RT, at 50X to 60X, which makes RSV H" RT an ideal 

15 enzyme for use in the reverse transcription of mRNA at 50**C to 60°C. 



Examples: Reverse Transcription with Avian RTs at Elevated 
Temperatures 



In Example 5 (Table 3 and Figure 39), the half lives of various RTs were 
presented. In particular, half lives were reported for cloned RSV RT in which the 

20 RNase H domain of each subunit was mutated to eliminate RNase H activity 

(Example 1; Asp450 - Ala in both the a subunit and the P subunit). 

To further exanune the effects of these mutations on RT half life, 
constructs were produced as described above, in which only one of the two 
subunits were mutated at one time, such that various combinations of mutants 

25 were formed {e.g., a RNase H7p RNase and a RNase H7p RNase H ), The 

half lives of these RSV RTs, as well as cloned AMV a RNase H7p RNase RT, 
were determined as described above in the Methods section of Example 5. 
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As shown in Table 4, when the a subunit in RSV or AMV RT was 
mutated, lea\ing the p subunit wild type intact, the resulting RT demonstrated 
greater thermal stability than that observed for other avian RTs. These mutant 
RTs were also examined for their fiinctional thermal stability using the model 
system described in the Methods section of Example 5. For each enzyme, the 
increased thermal stability was found to correlate with improved functional 
performance — for example, the a RNase HVP RNase H* avian RTs, which 
demonstrated the highest thermal stability at 55**C (Table 4), also demonstrated 
the highest functional activity at various elevated temperatures (Table 5), 



Table 4. Half Lives of RSV and AMY 
Reverse Transcriptases 


Enzyme 


Half Life (Minutes) at S5°C 


RSVaH-pHRT 


5 


RSVaHpH^RT 


7 


RSVairpHRT 


2 


RSVaH*PH"RT 


1.9 


AMVaH-pffRT 


6 


Native AMV RT 


1.3 1 


Native RAV RT 


3.8 1 
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Table 5, Functional Activities of RS V RTs at Elevated Tcmperatitres; 



^i2yme 


Temperature, 

•c 


Amount of Full-Lengtb 
Product Produced (pMoks) 






1.4 Kb 


2.4 Kb 


4.4 Kb 


7.4 Kb 


RSVaH/pHRT 


45.0 


132.9 


80.5 


56.7 


28.1 




55.0 


115.4 


70.7 


40.8 


12.5 




57.5 


81.9 


43.2 


17.2 


3.1 




60.0 


7.0 


1.8 


0 


0 




62.5 


0 


0 


0 


0 


RSVoH/pH*RT 


45.0 


145.2 


85.3 


57.9 


31.8 




55.0 


161.3 


83.0 


53.3 


21.5 




57.5 


140.1 


77.7 


41.1 


11.6 1 




60.0 


67.6 


30.0 


7.5 


0.1 1 




62.5 


4.1 


0.8 


0 


0 1 



5 Example 7: Alternative Methods of Generating Avian Reverse 

Transcriptases and Characterization of their Properties 

As noted above in the Rdated Art section, three prototypical forms of 
retroviral RT have been studied thoroughly - M-MLV RT, HI V RT, and ASLV 
RT (which includes RS V and AMV RT). While each of these retroviral RTs exist 
10 as heterodimers of an a and a p subunit, there have been no reports heretofore of 

the simultaneous expression of cloned ASLV RT a and P genes resulting in the 
formation of heterodimeric ap RT. 

Examples 1 -4 above described the cloning, expression and purification of 
aP forms of RS V and AMV RT that copy mRNA efficiently. Formation of ap RT 
15 was achieved in baculovirus-infected insect cells by co-expression of genes for a 
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and P from a dual promoter vector. The studies prese»ited in this Exam|)le were 
designed to generate RSV aP RT by a variety of other methods that have been 
used to successfully clone and express HIV p66/p5 1 RT. In addition, as described 
below, the individual subunits of RSV RT, including Pp4. P and a, have now been 
cloned, expressed, and purified, and the abilities of these subunits to copy mRNA 
has now been characterized. 

MATERIALS AND METHODS 
General Methods 

Mutations and plasmid constructions were conducted using standard 

molecular biology methods (see e.g., Sambrook, J, et al. Molecular Coning: A 

) 

Laboratory Manual^ 2nd Ed., Cold Spring Harbor, New York: Cold Spring 
Harbor Laboratory Press (1989)), modified as described below, Plasmid 
preparation, PCR, gel electrophoresis, DNA fragment isolation and cloning, insect 
cell culture and baculovirus production were all performed as described for RSV 
RT cloning and expression in Example 1. 

Cloning and Expression of RSVRT in K coli 
A number of approaches were tried to generate RSV ap RT from RSV RT 
Pp4 in £,coii. 

PCR of Ndef-Xbal fragment. The amino end of the RSV RT pp4 gene 
was mutagenized to introduce an Ndel site by PCR (1 cycle 94** C for 5 min.; 15 
cycles 94X, 10 sec, 55**C. 15 sec, 72'*C, 15 sec.; 1 cycle 72X, 5 min) of 
pJDlOO (Figure 7) with the following oligonucleotides: 

Oligonucleotide # 1 1 (SEQ ID NO: 1 7): 

5'- ATT ATT CATATG ACT GTT GCG CTA CAT CTG GC-3' 



Oligonucleotide #12 (SEQ ID NO: 18): 
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S*- TAC GAT CTC TCT CCA GGC CAT TTT C- 3' 

The Ndel site in oligonudeotide #1 1 above appears in bold and italidzed 
print, while the bases that are underlined m oligonucleotides #1 1 and #12 were 
derived from authentic RT gene sequences. The PGR product with these two 
5 oligos contained an Ndel site at the beginning of the gene, and retained the Xbal 

site which is present within the RT gene. The PCR product was cloned into 
pUC18 between the M&I and JfJal sites, forming pUC18#3. 

Site-directed mutagenesis to introduce a Smal site to clone pi 5. A 3 Kb 
Pstl fragment from p JD 1 00 containing the entire RS V RT gene was cloned into 
10 M13mpl9. Clone RF-Smal was then produced by introducing diSmal site at the 

carboxy end of the RSV RT pp4 gene by site-directed mutagenesis (see Example 
1), using the following mutagenic oligonucleotide: 

Oligonucleotide #13 (SEQ DD NO: 19): 
5'- ACT CGA OCA GCC COG GAA CCT TTG -3' 

15 Reconstruction of the RTgene, The 2.8 kb SmaVPstl fragment from RF- 

Smal was cloned into pUC 1 8 at the Small Pstl sites. The clone was designated as 
pUC 1 8-PstI-SmaL The Ndel-Xbal fragment from pUC 1 8 #3 was introduced into 
pUC18-PstI-SmaI to regenerate the entire RSV RT pp4 gene with an Ndel site 
at the initiation codon. The clone was designated as pUC18-RT. 

20 Cloning entire RTgene in pRE2, The Ndel-Xbal fragmoit from pUCl 8 

#3 was cloned into expression vector pRE2 to generate pRE2-Nde-Xba, pRE2 
contains an inducible lambda pL promoter. The rest of the RSV RT Pp4 gene was 
subcioned as an NdehSstl fragment from pUC18-PstI-SmaI into pRE2-Nde-Xba 
digested with Xbal and SsA, generating pRE2-RT, 

25 Cloning ofplS into pREl-RZ RSV RT is processed from RSV RT Pp4 

to the ap heterodimer by the RSV pi 5 protease. In order to make autiientic ap, 



the pi 5 protease gene was cloned and expressed with the RSV RT Pp4 gene as 
follows. The RSV pi 5 protease gene was generated by PGR using pJDlOO as 
target and the protocol described above. The oligonucleotides used for PGR were 
as follows: 

Oligonucleotide #14 (SEQ ID NO:20): 

5*-AT TAG CCG GGA GG A TAT CAT ATG T TA GGG ATG AGA ATG 
GAAGATAAAG.3* 

Oligonucleotide #15 (SEQ ID N0:21): 

5*- A TAT GTC GAG TCA GAG TGG GGC TGG GTA TAA ATT TG-3' 

In oligonucleotides # 1 4 and #15 above, the restriction sites (Smal, Ndel and SaK) 
are indicated in bold letters while the region of bases underlined is the ribosome 
binding site. PGR using these oligonucleotides generated a 450 bp fragment, 
which was digested with Smal and SaR and cloned into pUGl9, The clone was 
designated as pUC19-pl5. The pl5 gene was introduced into pRE2-RT by 
subdoning the 450 bp Smal-SaH fragment at the SmaVSaH sites. The final plasmid 
was designated pRE2-RT.pl 5. 

Expression of RT from pRE2'RT and pRE2-RT.pl 5. E, coli CJ374 
containing either pRE2-RT or pRE2-RT.pl5 was grown at SO^'C in EG brotii in 
the presence of ampicillin (1 00 fig/ml) and chloramphenicol (3 Ojig/ml) to an A590 
of 0.5. Half of the culture was induced at 42"G for 45 min,, and then outgrown 
at 30X fpr 2 hr. The other half was grown at 30°G as an uninduced control. 
None of the cultures produced any visible induced protein upon examination by 
SDS-PAGE. None of the cell extracts displayed any RT activity. 

Recloningof RTplS inpREL The lack of RT expre^ion in the above 
constructs suggested that it was possible that (i) a mutation had been introduced 
into the RT gene during PGR to render it inactive, or (ii) during cloning a 
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mutation m the lambda pL promoter arose, since RT is thought to be toxic to 
E. coli. Thus, the entire RT.pl 5 gene was recloned into pREl, which was the 
same as pRE2 except the multiple doning site was in an opposite orientation, as 
a NdelSall fragment and the construct was introduced into £ coli CJ374. In 
addition, a 2269 bp Hpal-Kpnl fragment of the resulting done was replaced by the 
same /^pal-A^^l fragment from pJDlOO, This replacement left only about a 200 
bp amino terminal region derived from PGR Moreover, this region (Ndel site to 
Hpa\ site) was sequenced to confirm that there was ho mutation due to PGR The 
plasmids were designated as pREl -RT. 15. This plasmid was also introduced into 
BL21, a protease-deficient £ coU strain. The pi 5 gene was also deleted from 
pREl-RT.l5 by digesting the plasmid with A%oI and and redrcularizing the 
plasmid. The resulting plasmid was designated as pREl-RT, 

Expression o/RT in K coli CJ374 and BL21 harboring pREl-RT and 
pREl-RT.l5, The cultures were grown as described above. The soluble cell 
extract was assayed (ox RT activity. Although the activity was extremely low, it 
was clear that the RT activity in the induced cell extract was 1 0-times higher than 
that in the uninduced cell extract. The level of activity was similar in both CJ374 
and BL2 1 . The levels of expression of RT from pREl-RT and pREl-RT, 15 were 
similar. 

Cloning of RT gene under a tac promoter. Since RS V RT Pp4 was not 
expressed well under a lambda pL promoter, expression was attempted under the 
control of a different promoter. The RSV RT pp4 gene with and without the pi 5 
gene was doned under a tac promoter. For cloning the RT gene, pRE 1 -RT was 
digested with A/i/I, blunt-ended with T4 DNA polymerase and finally, digested 
with Xhol, The RT fiagment was purified from an agarose gel. For doning the 
RT.15 gene, pREl-RT.I5 was digested with Nsil, blunt-ended with T4 DNA 
polymerase and finally, digested with &x/I. The RT.15 gene combination fragment 
was purified from an agarose gel. The vector pTrc99 A (Pharmacia) was digested 
with Nco\ blunt-ended with Klenow fragment and finally, digested with&ifl. The 
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large vector fragment was purified and ligated wth either purified RT or RT. 15 
fi*agment. The resulting constructs were introduced into E. coli DHl OB. Clones 
with correct inserts were saved. The dones were designated as pTrcRT and 
pTrcRT,15. 

Expression of RT under a tac promoter. E, coli cells haxboring pTrcRT 
or pTrcRT. 1 5 were grown at 3 7°C in a bufFered-rich medium to an A590 to O; 1 
or 0.6 before addition of IPTG (ImM) for induction of RSV RT pp4 expression. 
The cells were collected 2 hr after induction, Theuninduced cultures were grown 
similariy without addition of any inducer. The RT enzyme activity in soluble cell 
extract was equivalent to that obtained fi-om constmcts with the lambda pL 
promoter. 

SDS polyacrylamide gel electrophoresis of the e^ressed proteins. RSV 
RT is composed of two subunits of molecular mass 94 kD (P) and 62 kD (a). 
The a subunit is a proteolytic fi:agment derived fi'om the P subunit: The 
proteolysis is accomplished By RSV pi 5 protease in vivo. However, when 
induced E. coli extracts bearing the plasmids described were examined, two 
induced proteins of molecular mass 75 kD and 62 kD were detected. Both 
proteins were found to be mainly in the insoluble fi-action of E. coli extracts. The 
presence of a 75 kD and not the expected 94 kD protein following expression in 
E. coli suggested that (i) there was a mutation near the carboxy end causing 
premature translation termination, (ii) there was proteolysis in theE. coli cytosol, 
or (iii) there was internal translation initiation of RT, When the carboxy tenninal 
region of the RT gene was sequenced, no mutation was found that might have 
caused premature translation termination. To test whether there was an internal 
translation start, the RT gene was cloned as a Hpal-Xhol fragment in pTrc99 
digested with Smal and SaK, No induced protein could be detected suggesting 
that there was no internal start to generate either a 75 kD or 62 kD proteia 

Expression of RT in a variety of E. coli hosts. As described above, 
e;q)ression of RSV RT was examined in £. coli DH 1 OB, CJ3 74 and BL2 1 . None 



of these £1 co// hosts produced aP RT, and the level of RT activity in each host 
was extremely low. Since M-MLV RT e;q>resses well in E, coli N4830 and HIV 
RT e?q)resses well in£. coli RRl , the levels of expression of RSV RT in these two 
hosts were examined. Neither ofthese hosts was found to egress active RT any 
better than the other hosts tested, nor did they produce any full length 94 kD 
protein. 

Expression of RTas a fusion protein. It is now well established that some 
proteins that do not express well in K coli are better expressed as a translation 
fuision, in which the protein from a well expressed gene forms the amino end of the 
fusion protein. The gene of one such fusion partner, thioredoxin, is present in a 
vector called pTrxfus (Genetics Institute; Cambridge, MA). The level of 
expression of RSV RT Pp4 fused with thioredoxin was therefore examined. 

In the course of expressing RSV RT in a baculovirus system, the RSV RT 
gene fragment was cloned as a 5/waU3foI fragment in pBacPAK9 to construct 
pBacPak-RT (see below). To make the thioredoxin fusion, pBacPak-RT was 
digested with ATwal (same recognition as Smal) md Pstl and the RT fragment was 
purified on an agarose gel. The vector pTrxfus was digested with Awal and Fsll 
and the large vector fragment was purified. The purified fragments were ligated 
and E. coli CJ374 and GI724 or GI698 (Genetic Institute, MA) were transformed 
with the ligated material Clones with the correct insert were saved. When 
cultures were induced and the cellular extracts were assayed for enzyme activity, 
no RT activity was detected. Both induced cultures, however, produced a large 
amount of insoluble fusion protein of the expected size as judged by SDS-PAGE 
of the extracts. Other fusions were also tested. The RSV RT p gene was fiised 
to the GST (glutathione S transferase) gene, and the RSV RT a gene was fused 
to the lambda CRO protein gene, E>{pression of either fusion from the trc 
promoter in K coli strjun DHIOB resulted in a large amount of insoluble protdn 
of the appropriate molecular weight, but little RT activity was detected in extracts 
of induced cells. An expression vector with both fusions (GST-beta and CRO- 
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alpha) wais constmcted in which the fusions were co-e)q)ressed by induction of the 
trc promoter. Co-expression of both fusions in E. coli strain DHIOB resulted in 
large amounts of insoluble protein of the appropriate molecular weights, but little 
RT activity. 

Cloning and Expression Separately of Genes Encoding RSV RT SubunUs a, 
Pf and Pp4 in a Baculovirus System 

Cloning of RSVRT Pp4 in a baculovirus system 

To clone the RSV RT Pp4 gene in the baculowus transfer vector, 
pBacPAK9 (Clontech), a fragment of the RSV RT gene was generated by PGR 
To faciUtate this PGR, the following oligonucleotide was designed with a BamHl 
site (bold) and the ATG initiation codon at the beginning of the RSV Pp4 gene: 

Oligonucleotide #16 (SEQ ID NO:22): 

5'-TAT TAG GAT CCG ATG ACT GTT GGG CTA GAT CTG GG-3* 

Oligonucleotides #12 and #16 (SEQ ID NOs: 18 and 22, respectively) 
were used for PGR using pJDlOO as template. The PGR product was digested 
with BamHl and Xba\ and then ligated to pBacPAK9 digested with BcunHl and 
Xbal, One of the dones, pBP-RT(PGR) (Figure 43), was used for further cloning. 
To reconstitute the entire RT gene, the small Hpal-Xhol fragment of pBP- 
RT(PCR) was replaced vwth the 2500 bp HpahXhol fragment of pREl-RT.15. 
The reconstituted plasmid was designated as pBP-RT(ATG) (Figure 44). 

Cloning ofplS in pBacPAK-RT(A TG). Placing the RSV pl5 protease 
gene in pBP-RT(ATG) was achieved by a three-step cloning. First, a pi 5 gene 
fragment was subcloned from pUCl9-pl5 (see above) into pSportl (LTI) as a 
Kpnl-Sali fragment to generate pSport-pl5, Second, the pi 5 fragment was 
subcloned from pSport-pl5 as a NothSmal fragment into a baculovirus transfer 
vector, pAcUW43, to generate pAcUW43-pl5. This cloning was done to 
introduce the p 1 5 gene under a p 1 0 promoter. Finally, the p 1 5 gene including the 
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plO promoter was subcloned frompAcUW43-pl5 as zXhol-Noil fragment into 
pBP-RT (ATG) to generate pBP-RT15(ATG) (Figure 45). 

EsqjressingRSVRT fy)4 in insect cells. Insect cells (SF9) were tfansfected 
with a mixture of pBP-RT15(ATG) and linearized baculovirus vector DNA 
(BaculoGold, Pharmingen): In this system, recombination between the pBP- 
RT15(ATG) plasmid and the baculoviral DNA results in recombinant viral 
genomes with the RSV RT pp4 gene downstream of the polyhedrin promoter. 
Recombinant vims was isolated from the supernatant by standard techniques and 
viral stocks were made, one of which was chosen for further study. Insect cells 
were infected with pure viral stock and infected cells were harvested at various 
times after infection, RT activity was easily detectable in the infected cells. 

Generation of an RNase H- RSVRT. The generation of a mutation in the 
RNase H region of the RSV RT pp4 gene is described in detail above in Example 
1. To introduce the mutation into pBP-RT(ATG), the Hpal-Kpnl fragment of 
pBP-RT(ATG) was replaced with the Hpal-Kpnl fragment of M13RTH- (Figure 
13), The newly constructed plasmid was designated as pBP-RT(H-) ATG Insect 
Cells (Sf9) were transfected with a mixture of pBP-RT(H-) and linearized 
baculovirus vector DNA (BaculoGoId, Pharmingen). Recombination between the 
pBP-RT(H-) plasmid and the baculoviral DNA results in recombinant viral 
genomes with the RSV RT pH-P4 gene downstream of the polyhedrin promoter. 
Recombinant vixxxs was isolated from the supernatant by standard techniques 
Insect cdls were infected with viral stodc and infected cells were harvested at 
various times after infection. RT activity was easily detectable in the infected cells. 

Attaching a histidine tag to RSVRT f^4. pBP-RT(H-) was cleaved with 
BamHl mAXbal and the 0.9 kb fragment with the amino end of the RSV RT pp4 
gene was cloned into pFastBacHT at the BamHl-Xbal sites, creating (by 
translational fiision) a pp4 partial construct with a histidine tag at the amino end 
(pFBHTpP4). The 2 kb XbaVXhol fragment with the cart)0xy end of RSV RT 
pH-p4 from pBP-RT(H-) was inserted into the XbaVXhol sites of pFBHTpP4, 
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creating pFBH-TpP4. pFBH-TpP4was transformed into E. coli DHlOBac cells 
and theHis-tagged RSVRT pH-p4 gene was transposed to bacmid. Bacmid DNA 
was isolated and transfected into SF9 insect cells. Viral preparations from infected 
cell cultures were used to infect SF2 1 cells, and His- tagged RS V RT PH-p4 from 
infected cells was isolated and characterized. 

Trqmfection of insect cells. The transfection of Sf9 cells was done using 
Baculogold virus (Pharmingen, CA) and pBP.RT(H-)ATG to generate 
recombinant virus. Ten wells on two 6-well (60 mm) tissue culture plates were 
seeded 1X10*^ Sf9 cells (LTI) The cells were allowed to attach for 30 min at 
2TC, While the cells were attaching, ten tubes each containing 200 fil of Sf-900II 
SFM medium (LTI) were set up. In tube I, 500 ng of Baculogold and 2 fig of 
pBP-RT(H-)ATG were added. In tube 2, 250 ng of Baculogold and 1 fig of 
pBP-RT(H-)ATG; and tube 3, 125 ng of Baculogold and 500 ng of pBP- 
RT(H-)ATG were added. Tubes 6 through 9 contained 36 fil of lipofectin (LTI). 
Contents of tube 1, tube 2, tube 3, tube 4 and tube 5 were transferred to tubes 6, 
7, 8, 9 and 10, respectively. Into each of these tubes, 2 ml of Sf-900 II SFM were 
added. The culture medium from each well was removed and 2 ml of the 
DNA/lipofectin mix was dispensed in two wells, 1 ml each. Thus, the wells 
containing the mixture of tubes 1 and 6, 2 and 7, and 3 and 8 contained DNA 
mixtures at diflferent amounts; the wells containing the mixtures of tubes 4 and 9 
were controls containing lipofectin but no DNA; and the wells containing the 
mixtures of tubes 5 and 10 were controls containing neither DNA nor lipofectin. 
The plates were incubated at 2T*C for 4 hr, the medium was removed and replaced 
with 4 ml fresh Sf-900 II SFM, and the plates were incubated for an additional 
72 hrs at 27**C. The phage supematants from the DNA containing wells were 
removed and marked as primary phage stocks. A second infection was done by 
infecting 1X10* S© cdls with 1 ml of the primary phage stock to amplify the 
recombinant phage. The plates were incubated for 48 hrs at 27X and the phage 
stocks were collected. 
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Injection of insect larvae. Trichoplusa ni larvae were injected with 
recombinant vims bearing pBP-RT(H-)ATG and the larvae were harvested as 
described (Medin, J. A., eto/.. Methods in Molecular Biology 39:26 (1995)), 

Expression ofRSVRT dH- in a baculovirus system 
pDA (Figure 19) was transformed into E. coli DHl OBac cells, the RT aH- 
gene was transposed to bacmid, and the bacmld DN A was purified and transfected 
into SF21 insect cells. Viral preparations from mfected cell cultures were used to 
infect SF21 cells, and RSV RT aH- from infected cells was isolated and 
characterized. 

Expression of RSVRT pH-His in d baculovirus system 
pDABH-His (Figure 21) was cleaved with Rsrll and Pstl, and the 2.6 kb 
fixigment with the PH-Ks gene was cloned into the RsrWPstl sites of pFastBac. 
pFBBH-His was transformed into E. coli DHlOBac cells, the RT PH-His gene 
was transposed to bacmid, and the bacmid DNA was purified and transfected into 
SF2 1 insect cells. Viral preparations from infected cell cultures were used to infect 
SF21 cells, and RSV RT PH-His from infected cells was isolated and 
characterized. 

Cloning and Expression of Genes Encoding RSV aft RT in which the 
Polymerase Active Site is Mutated 

Generation of RSVRTs mutated in the polymerase donuxin. Alignment 
of the RSV RT peptide sequence with sequences from HIV RT, M-MLV RT, and 
sequences of other RT genes revealed the probable location of one of the catalytic 
residues in the RSV RT polymerase domain, DUO (aspartic acid reside at position 
number 1 10). According to the literature, mutation of the corresponding amino 
acid in the larger chain of HIV RT from D (aspartate) to E (glutamic acid) 
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resulted in nearly total loss of polymerase activity. Single strand DNA was 
isolated from pJB-His by infection of K coli DH5aFIQ/pJB-His cells with 
M13K07, and this DNA was mutated by site-directed mutagenesis (see 
Example 1 for detailed protocol) with the following oligonucleotide : 

Oligonucleotide #17 (SEQ ID NO:23): 

5'- (k:aatccttgagctctaagaccatcaggg 3* 

This oligonudeotide induces the mutation of the aspartate residue at position #110 
or the RSV RT catalytic domain to glutamate (Dl lOE) and adds an Sstl site 
(bold), forming plasmid pJBDllOE-His (Figure 48), This mutated site was 
introduced into tiie RSV RT a gene by inserting the 460 bp Nhel-EcoAlHl 
fragment from pJBDl lOE-His into the 6.5 kb fragment of A7ieI-£co47III cleaved 
pD A, forming pD AD 1 1 OE (Figure 49). The D 1 1 OE mutation was also introduced 
into the p gene by inserting the 460 bp Nhel-EcoAllW fragment into Nhel- 
£i:o47m cleaved pFBBH-His (Figure 46), forming pFBBD 1 lOE-His (Figure 50). 
the 2.6 kb RSV RT pDllOE gene was cloned from pFBBDllOE-His into 
pDABHis (Figure 5 1) as a 2.6 kb RsrW-EcdRl fragment, replacing the RSV RT 
P-His gene, forming pDABDl lOEHis (Figure 52). pDABHis was cleaved with 
Xho\ + Pvul, and the 4.6kb fragment with the p gene was joined to the 4.9 kb 
pDADl lOE A^ol-Pvwl fragment, forming pDADl lOEBHis (Figure 53). The 4.6 
kbpDABDl lOEHisATioI-PvuI fragment witiithepDl lOEgenewasjoinedtothe 
4.9kbpDADl 10EAZjoI-/^vwIfragment,forraingpDADl lOEBDl 10E(Figure54) 
(which has a his tag despite its truncated name). pDADUOEBHis, 
pDABDl lOEHis, andpDADl lOEBDl lOE were transformed into £. co//DH10B- 
Bac, the RT genes were transposed to the bacmid, and the bacmid DNA was 
purified and transfected into SF21 insect cells. Viral preparations from infected 
cell cultures were used to infect SF21 cells, and RSV RT from infected cells was 
isolated and characterized. 
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The three mutant plasmids are summarized in the following table, where 
"w.t," refers to the wild type amino add at the 1 10 position (D, aspartic acid) and 
D 1 lOE refers to the niutation at the 1 10 position (D to E, glutamic acid): 



Plasmid a g 

pDABHis wt w.t. 

pDABDI lOEHis w.t Dl lOE 

pDADllOEBHis DllOE w.t. 

pDADllOEBllOE DllOE DllOE 



aomng and Expression of RSV fyf 4 RT in Yeast 

Cloning of the RSV fy>4 RT gene. The pHIL-D2 vector available from 
InVitrogen (CA) was digested with EcoRI, blunt ended with Kl«iow fragment 
and treated with alkaline phosphatase, pRE 1 -RT. 1 5 was digested with Ndel and 
blunt ended with Klenow fragment. The Ndel digest generated the entire RSV RT 
gene without the p 15 protease gene. The fragments were ligated and E, coli 
DH 1 OB was transformed with ligation mixture. The correct clones were selected 
for proper insert and orientation. Two of the 8 clones tested had tiie RT gene 
fragment in the correct orientation. One of the clones, pHILD2-RT, was used for 
further experimentation. To introduce the RNase H- domain in this plasmid, 
pHILD2-RT was digested with^awM plus Xhol and the wild type fragment was 
replaced wth BamHl-Xhol fragment from pBacPAK-RT(H-)ATG. The final 
clone was screened with Ss/ll. The clone was designated as pHILD2-RT(H-), 

Transformation of Pichia pastoris, Pichia pastoris GS 1 1 5 (InVitrogen) 
was used for transformation according to the protocol recommended by 
InVitrogen. The plasmids, pHILD2-RT and pHILD2RT(H-), were digested with 
NotV, phenol-chloroform extracted and ethanol precipitated before transformation. 
The transformation yielded 20 clones for wild type RSV RT and 12 clones for 
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RSV H- RT in the regeneration plates. These clones were screened for their 
growth in methanol containing plates. Two putative clones were selected from 
initial 20 clones (wild type RT). One of these two, HI, was completely incapable 
of growing in methanol, and the other, H2, was capable of growing very slowly 
in methanol. For the RSV H- RT dones, three clones were selected out of 12 
screened. One ofthe clones, H-3, grew very slowly in methanol The others, H-4 
and H-5, grew moderately in methanol. Clones HI and H-3 were chosen for 
expression studies. 

RSV fi^4 RT egression in Pichia pasioris. Clones HI and H-3 were 
grown and induced essentially as described in the user's manual provided by the 
manufacturer (InVitrogen). As a control, GSl 15 containing a P-galactosidase 
gene (InVitrogen) was grown and induced side by side. While no RT activity 
could be detected in the GSl 15/p-gal cells, an appreciable level of activity was 
detected in both HI (wild type RT) and H-3 (H- RT) cells. In addition, the 
activity increased with increased time of induction. 

Isolation ofRSVPfi a and pp4fy4 

RSV ppRT isolation. RSV pp RT was purified as described in Example 
2 for RSV ap RT with the following exceptions. RSV pp RT eluted from the AF- 
Heparin-650M column from 55-62% Buffer T, and from the Mono S HR 5/5 
column from 58-62% Buffer J. RSV pp RT was 90% homogeneous as judged by 
SDS-PAGE. 

RSV a RT isolation. RSV a RT was purified as described in Example 2 
for RSV ap RT with the following exceptions. The Chelating Sepharose Fast 
Flow column was equilibrated with 100% Buffer A and washed with 100% Buffer 
A after the clarified crude extract was passed over the column. RSV a RT was 
eluted with a 10-column volume linear gradient of 100% Buffer A to 75% Buflfer 
A + 25% Buffer B. The peak fractions of RT activity from the Chdating 
Sepharose Fast Flow column (10-12% Buffer B) were pooled, dithiothreitol and 
EDTA were added to the pool to achieve final concentrations of 1 mM and 0.1 
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mM, respectively, and the pool was dialyzed overnight against 95% BufF^ S + 5% 
Buffer T. The dialyzed pool was loaded on a 22 ml AF-Heparin-650M column 
equilibrated in Buflfer S. After a wash with 9 column volumes of 95% Buffer S 
+ 5% Buffer T, the column was eluted with a 9 column volume linear gradient of 
95% Buffer S + 5% Buffer T to 60% Buflfer S + 40% Buffer T. The peak 
fractions of RT activity (11-20% Buffer J) were pooled and dialyzed for 3 to 4 
hours against 97.5% BuflFer H and 2.5% BuflFer J. The dialyzed pool was loaded 
unto a 3.5 ml phosphocdlulose column (Whatman) equilibrated in 100% BuflFer 
H. After a wash wth 12 column volumes of 97.5% BuflFer H + 2.5 BuflFer J, the 
column was eluted wth a 14 colunrn volume linear gradient of 97.5% BuflFer H 
+ 2.5% BuflFer J to 60% BuflFer H + 40% BuflFer J. The peak fractions of RT 
acti\dty ( 1 2-20% BuflFer J) were pooled and dialyzed overnight against 99% BuflFer 
S + 1% Buffer T, The dialyzed pool was loaded unto a Mono S HR 5/5 colunrn 
equilibrated in BuflFer S. After a wash with 10 column volumes of 100% BuflFer 
S, the column was eluted wth a 20 column volume linear gradient of 1 00% BuflFer 
S to 75% BuflFer S + 25% BuflFer T. The RT peak fractions (15-17% BuflFer T) 
wiere pooled, dialyzed against Storage BuflFer overnight, and stored at -20°C, 
RSV a RT was found to be 80% homogeneous as judged by SDS-PAGE. 

RSVPp4fy>4RT isolation. RSV Pp4Pp4 RT was purified as described in 
Example 2 for RSV aP with the following exceptions. The pooled RT fractions 
from the Chelating Sepharose Fast Flow colunrn were dialyzed overnight against 
90% BuflFer H + 10% BuflFer J. The RSV pp4Pp4RT precipitated in this buflFer. 
The RT was recovered by centrifugation, dissolved in Storage BuflFer containing 
0.5 M KGl, and stored at -20°C. RSV pp4Pp4 RT was found to be > 95% 
homogeneous as judged by SDS-PAGE. 
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Estimadon of the Amounts of a, afi and fifi RSVRT in Bacuhvirus- 
infected Insect Cells 

Chromatography methods described in Example 2 can be used to separate 
and isolate any a, aP and PP RSV RT present in crude extracts from virus- 

5 infected insect cells. RSV RT a is separable from the other two enzymes forms 

by chromatography on a Chelating Sepharose Fast Flow column, vdiere a either 
does not bind or elutes at < 30mM imidazole, and aP and PP elute together at > 
50 ipM imidazole. This is possible by virtue of the His^ tag present on P, but not 
on a, RSV aP and pp RT are separable subsequently by chromatography on 

10 Heparin-650M (ap elutes at 0.45M KCl and pp elutes at 0.58M KCl). Reverse 

transcriptase is quantitated by assay with poly(C)«oUgo(dG) (Gerard, G.F., et al.. 
Biochemistry 13: 1632 (1974)). The specific activities of RSV RT a, ap and PP 
with poly(C)*oligo(dG) are 140,000, 90,000 and 6,000 units/mg of protein, 
respectively. 

Cloning, Expression, Purification and Use of RSV Viral Protease pi 5 
RSV viral protease was cloned and expressed as a linked dimer in K coli 
and purified from inclusion bodies as described (Bizub, D., et al., J. BioL Chem, 
266: 4951 (1991)). 

Reaction mixtures (25|il) used to digest RSV pp4 RT wth RSV protease 
contmned 100 mM NaP04 (pH 6,0 to 7.0), 1 mM 2-mercaptoethanol, 0.01% 
(WAO Triton X-100, 2.4 M NaCl, 5 ng RSV pp4 RT, and 5 pg RSV protease. 
Incubations were for 1 to 16 hours at 4X. Digestion products were andyzed by 
SDS-PAGE and by assay for recovery of RT activity. 

Assay ofRNase H Activity of RSVRT 



15 



20 



25 



The RNase H activity of RSV RT was determined by monitoring the 
solubilization of [^H]poly(A) in [^H]poly(A)*poly(dT). Reaction mixtures (50 |il) 
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contained 50 mM Tris-HCl (pH 8.4), 20 mM KCl, 10 mM MgCl^, 10 \iM each of 
[^H] poly(A) (300 cpm/pmole) and poly(dT) in pH]poly(A)*poly(dT) and 10 mM 
dithiothreitdl. Reaction mixtures were incubated at 37**C for 20 minutes. 
Incubations were terminated by the addition of 80 pi of 20% (WAO TCA and 10 
pi of 1 mg/ral tRNA, and after centrifugation the amount of [^H]poly(A) 
solubilized was determined by counting the supernatant in aqueous scintillation 
fluid. One unit of RNase H activity was the amount of enzyme that solubilized 
one nmole of f H]poly(A) in 20 minutes at 37^*0. 

Assay of DNA Polymerase Activity with Pofy(Q*0ligo(dG)i2.u 

The RNA-dependent DNA polymerase activity of RSV RT was 
determined by monitoring the synthesis of acid insoluble [^H]poly(dG) form 
poly(C)«oligo(dG), Reaction mixtures (50 pi) contained 50 mM Tris-HCl (pH 
8.4), 50 mM KCl, 10 mM MgCI^, 0.5 mM poly(C), 0.2 mM oIigo(dG),2.i8, 0,5 
mM pH]dGTP (40 cpm/pmole), and 10 mM dithiothreitol. Reactions were 
incubated at 37**C for 10 minutes and labeled products were acid precipitated on 
GF/C glass filters that were counted in a scintillation counter. One unit of DNA 
polymerase activity was the amount of enzyme that incorporated one nmole of 
['H]dGTP in 10 minutes at 37X. 

RESULTS AND DISCUSSION 

Alternative Methods of Generating RSV apRT 

Examples 1 through 6 demonstrated that RNase H* forms of avian RT are 
more eflficient than RNase H"^ RT in copying mRNA. The studies presented in this 
Example were designed to determine the efficiency of mRNA copying by RSV 
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RNase H' ap RT that was generated by co-expression of the RS V a and p genes 
in several expression systems. 

Expression inKcolL Small amounts of soluble and active a, PP, Pp4Pp4, 
and aP RS V RT have been purified Scorn Kcoli (Alexander, F., et al., J, Virol 61: 
534 (1987); Weis, J.H., and Salstrom, J.S., U.S. Patent No. 4,663,290 (1987); 
Soltis, D, A. and Skalka, A.M., Proc, NaL Acad Sci. USA 85:3372 (1988); and 
Cherhov,AP.,e/a/. 5/omerf&/. 2:49(1991)). However, most of the RSV RT 
expressed in £. coli in these previous reports was in an insoluble form. 

The present efforts to express amounts of RSV RT proteins easily purified 
fi^om Kcoli are documented in the Materials and Methods section of this 
Example. In general, similar results to those previously published were obtained; 
that is, most of the RSV RT protein expressed in K coli was insoluble, and only 
small amounts of RT activity were observed. Because of low RT levels, no 
attempts were made to purify RSV RT expressed in E, coli. 

Expression of the RSV RT H>4 or p gene in cultural insect cells. 
Heterodimeric p66/p5 1 HIV RT has been produced in E.coli and yieast host ceils 
when the cloned gene for HIV p66 was expressed (Lowe, D.M., et ai. 
Biochemistry 27:8884 (1988); Muller, B., et ai, J, Biol Chem. 264:13975 
(1989); and Barr, P.J., et aL, BioTechnology 5:486 (1987)). Formation of the 
heterodimer occurs by proteolytic processing of p66/p66 by endogenous host 
proteases. In contrast, expression of the gene for HIV RT p66 in cultured insect 
cells yielded only p66/p66 homodimer (Kawa, S,, et ai, ProL Expression and 
Purification 4:298 (1993)). 

In the present studies, expression of the gene for RSV RTPp4 in cultured 
insect cells was similarly found to result exclusively in the production of 
homodimer Pp4pp4 (data not shown); little processing to ap or a was observed. 
When the RSV RT p gene was expressed in these cells, however, all three forms 
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of RS V RT were produced (Table 6). Most of the RT present in the cells was pp 
(50-80%); a small amount of ap was produced (~1 0%); and even a was obtained 
(10-40%). These results suggest that endogenous host proteases in cultured 
insect cells proteolyze pp, but not Pp4Pp4, to ap. The RS V ap RT generated 
by proteolysis of PP had much lower functional activity than aP generated by co- 
expression of the RSV RT a and p genes (Table 7), 



Table 6* Expression Levels ofRSVRTs in Insect Cells Infected 
With RSV RTp Gene 





Amount of RT Present per 30 granis of Insect Cells 




RSVPPRT 


RSV ap RT 


RSVaRT 


Infection No. 


mg 


% 


mg 


% 


mg % 


1 


0.7 


54 


0.1 


8 


0.5 38 


2 


0.12 


79 


0.017 


11 


0.015 10 


3 


0.55 


83 


0.05 


8 


0.06 9 



Expression ofRSVRTfy>4 in insect larvae, Baculovirus bearing the RSV 
RT Pp4 gene was also used to infect live larvae by physical injection of virus. The 
level of proteases present in larvae and in larval extracts is much higher than in 
cultured insect cells. Processing of Pp4 to multiple forms of proteolyzed RT was 
observed, indudiag processing to a. The major species of RT that could be 
purified from these extracts had four major bands that migrated on SDS-PAGE 
at 97 kDa (FBs-tagged p), 87 kDa (proteolyzed P), 67 kDa (partially processed 
His-tagged a), and 62 kDa (a wth His tag removed by proteolysis). This RSV 
RT had a specific activity of 55,000 units/mg protein, comparable to RSV ap RT. 
In the fiinctional activity assay (Example 3), however, the RT purified from larvae 
had 85% and 60% of the total product and fiill length product fiinctional activity, 
respectively, of RSV aP RT generated by co-expression of a and P (Table 7). 
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Co-expression of RSVRT f^4 and RSV protease pl5 in cultured insect 
cells, Heterodimeric p66/p5 1 HIV RT has been produced efficiently in £. coli by 
co-expression of HIV protease and HIV RT p66 (Mizuahi, V., et al,. Arch 
BiochemBiophys, 273:347 (1989) and Le Grice, S.FJ. and Gruninger-Leitch, F,, 
Eur. J. Biochem, 187:201 (1990)). Co-expression ofthe\dral protease increased 
the overall efficiency of converting p66/p66 to heterodiraer. As described above 
in the Materials and Methods section of this Example, co-expression of RSV RT 
P and RSV protease p 1 5 genes in K coli did not result in enhanced production of 
RSV ap RT. Similarly, co-expression of RSV RT Pp4 and RSV protease pl5 in 
cultured insect cells did not appreciably enhance the formation of RSV ap RT. 

Processing of RSVRT fip4 with RSV protease pi 5 in vitro, Heterodimeric 
p66/p5 1 HIV RT has been produced from p66 purified from E. coli by treatment 
vwth HIV protease in vitro (Chattopodhyay, D., etal., X Bioi Chem. 267: 14227 
(1992)): Purified RSV RT pp4 was treated with RSV protease p 1 5 to generate 
RSV aP RT. This approach was successful in generating some aP from Pp4 
based upon SDS-PAGE analysis, but several difficulties were encountered. First, 
contrary to what was observed with viral protease treatment of HIV p66 RT, 
processing of pp4 to ccp did not always stop at ap, as a in excess of p was formed 
as proteolysis proceeded. Second, significant loss of DNA polymerase activity 
was observed during proteolysis, suggesting RSV RT was partially inactivated by 
the acid pH reaction conditions required by RSV protease. 

Processing of RSV RT fy)4 with chymotrypsin in vitro. Heterodimeric 
p66/p5 1 HIV RT has also been produced from p66 by limited proteolysis with a- 
chymotrypsin (Lowe, D.M., etai, Biochemistry 27:8884 (1988)). This approach 
was tried unsuccessfiilly with RSV RT pp4. We found the digestion of pp4 with 
a-chymotrypsin was difficult to control, and proteolysis was observed to not stop 
at ap, but to proceed to conversion of Pp4 to a. 
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Mixing of RSV RT a and f) (in vitro) to generate aft, Heterodimeric 
p66/p51 HIV RT has been produced by mixing separate crude cell lysates 
containing p51 alone and p66 alone (Stahlhut, M., et al,. Protein Expression and 
Purification 5:614 (1994)). Mixing of the separate subunits results in formation 
of a 1 : 1 molar complex of p66/p5 1. In contrast, mixing of purified RSV a RT 
with purified RSV p RT at approximately a 1 : 1 molar ratio did not result in the 
formation of an ap complex. These results are consistent with the notion that the 
RSV subunits, once folded separately in an active conformation, prefer to remain 
separate when mixed. 

Relative Ability of Various Forms of RSV RT to Copy RNA 
A comparison was made of the ability of four different forms of RSV RT 
(ap, pp, a, and Pp4pp4) to copy RNA. The RNase H active site of each subunit 
in these enzymes was mutated to eliminate RNase H activity. Each RT was 
expressed in cultured insect cells and purified by methods described above and in 
Example 1. Two RNAs were used for comparison: synthetic homopolymer 
poly(A) and 7.5-Kb mRNA. With poIy(A)»oligo(dT) as template-primer, a 
specific activity was calculated by determining an initial rate of poly(dT) synthesis 
catalyzed at limiting enzyme concentration, and then normalizing the rate to a 
given mass (mg) of RT in the reaction. This specific activity simply represents the 
ability of a given RT to incorporate a single deoxynucleotide with an artificial 
template, and does not necessarily represent the ability of the enzyme to copy 
heteropolymeric RNA With 7.5-Kb RNA as template, the ability of the RTs to 
make a fijU-length copy of a long heteropolymeric RNA was assessed (see 
Example 3 for details). The results are shown above in Table 7. 

Two different forms of ap were characterized in Table 7. One form was 
generated as the result of the expression of the RSV RT P gene and subsequent 
proteolytic processing in host insect cells, and had reduced specific and fianctional 
activity. The other form of ap was generated by co-expression of the RSV RT 
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a and P genes. This form of ap had a similar specific activity to a, approximately 
50,000 units/mg, and had a higher specific activity than either PP or Pp4pp4 
(approximately 16,000 units/mg). Comparison ofthe functional activity of this ap 
to other RT forms showed a much more dramatic contrast. RS V dp RT produced 

5 7, 9 and 1 5 times more total cDNA per mass of enzyme than PP, Pp4Pp4 and a, 

respectively, from 7.5-Kb RNA. Even greater differences were obsierved when 
yield of full length product was assessed: RSV ap RT produced 21, 13 and 146 
times more full length product per mass of enzyme than pp, Pp4pp4 and a, 
respectively. RSV ap RT produced by co-expression of the RSV RT a K and 

10 PH' genes is therefore much more efficient in copying mRNA than is any other 

form of RSV RT prepared by analogous methods. 

Evidencethat Only the a Subunit in RSV aft RT is Active 
Selective DNA polymerase active site mutagenesis of the HIV RT 
heterodimer p66/p5 1 has shown that only the DNA polymerase active site of p66 
15 is crucial forDNA polymerase activity (LeGrice, S.F.L, etal, TheEMBO Journal 

JO: 3905 (1991) and Hostomsky, Z., et aL, 1 ViroL 66: 3179 (1992)). The p51 
subunit in the HIV p66/p5 1 heterodimer apparendy assumes a conformation which 
does not have a substrate binding cleft and therefore does not participate directiy 
in dNTP binding and incorporation (Jacob-Molina, A, et al, Proc Natl Acad Sci 
20 90: 6320 (1993)). 

In the present studies, the same question was asked for RSV aP RT. In 
this case, sbce each subunit contains both a DNA polymerase and RNase H active 
site, combinations of DNA polymerase mutants alone and RNase H mutants alone 
were characterized. The results are shown in Table 
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Table 8. DNA Polymerase and RNase H Activities of Various Forms of 



RSVRT. 



RSVRTForm 


Specific Activity (Units/mg) 


Ratio of DNA 
Polymerase/RNase H 


DNA Polymerase 


RNase H 




52,095 


924 


56.4 


aH/pH- 


53,191 


<0.1 


— 


oHVpH- 


48,250 


760 


64.5 


oHVpH* 


50,909 


4.5 


n,313 


PHVPH- 


15,819 


<0.1 




oH- 


48,759 


<0.1 




apolVPpol* 


52,095 


924 


56.4 


apoiyppol' 


50 


600 


0.08 


apoiVPpol" 


57,500 


900 


63.9 


apol'/Ppor 


1,143 


629 


1.82 



As shown in Table 8, when the RNase H active site in both subunits was 
mutated to eliminate RNase H activity, RNase H activity in purified en2yme was 
reduced to below detectable levels, while DNA polymerase activity was 
unchanged. When the RNase H active site in P was altered with the same mutation 
and the a RNase H active site was wild type, the enzyme was similar to wild type 
in polymerase and RNase H activity. In contrast, mutation of the a subunit in 
RNase H, but not the P subunit, resulted in a 200-fold reduction in RNase H 
activity. Therefore, in the case of RSV aP RT, the RNase H domain of the large 
subunit (P) folds in an mactive conformation. Examination of DNA polymerase 
active site mutants in RSV ap RT revealed the same results (Table 8). The a 
subunit, but not the p subunit, supplies the DNA polymerase catalytic activity. So, 
in contrast to HIV p66/p5 1 RT, the smaller RSV aP RT subunit, not the larger, 
maintains enzymatic activity. The common element in both enzymes is that the 
subunit possessing DNA polymerase and RNase H domains folds in an active 
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confonnation, while subunits missing the RNase H domain or possessing an 
additional domain (integrase), fold in an inactive conformation. 

In sum, these results demonstrate that only the ap form of ASLV RT 
copies mRNA eflSciently. In addition, the present results indicate that expression 
of ASLV RT in £ coli results in little or no production of active RT, while 
expression and activity increase dramatically by cloning and expression of ASLV 
RT in insect cells and yeast. Finally, by placing point mutations in either the DNA 
polymerase or the RNase H active site of the a or P subunit of RSV aP RT, it has 
now been discovered that the DNA polymerase and RNase H catalytic activities 
of the RSV RT ap heterodimer reside in the cc subunit alone. 

Having now fiilly desaibed the present invention in some detml by way 
of illustration and example for purposes of clarity of understanding, it will be 
obvious to one of ordinary skill in the art that the same can be performed by 
modif^ng or changing the invention vwthin a wide and equivalent range of 
conditions, formulations and other parameters without affecting the scope of the 
invention or any specific embodiment thereof, and that such modifications or 
changes are intended to be encompassed within the scope of the appended claims. 

All pubUcations, patents and patent applications mentioned in this 
specification are indicative of the level of skill of those skilled in the art to which 
this invention pertains, and are herein incorporated by reference to the same extent 
as if each individual publication, patent or patent application was specifically and 
individually indicated to be incorporated by reference. 
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SEQtJENCE LISTING 



(1) GENEKAIi INF0RM7VTXON: 

(i) APPLICANT: 

(A) NAME: Life Technologies^ Inc^ 

(B) STREET: 9800 Medical Center Drive 

(C) CITY: Rockville 

(D) STATE: Maryland 

(E) COUNTRY: USA 

(F) POSTAL CODE (ZIP) : 20850 

(ii) TITLE OF INVENTION: Con^ositions and Methods for Reverse 
Transcription of Nucleic Acid Molecules 

(iii) NUMBER OF SEQUENCES: 23 

(iv) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC con^atible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFTWARE: PatentIn Release #1.0, Version #1,30 (EPO) 

(v) CURRENT i^PLICATION DATA: 

(A) APPLICATION NUMBER: (To be assigned) 

(B) FILING DATE: (Herewith) 

(C) CLASSIFICATION: 

(vi) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 60/049,874 

(B) FILING DATE: 17-JUN-1997 

(C) CLASSIFICATION: 

(vi) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 60/044,589 

(B) FILING DATE: 22-APR-1997 



(2) INFORMATION FOR SEQ ID N0:1: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 35 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : both 

(D) TOPOLOGY: both / 
(ii) MOLECULE TYPE: cDNA 
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(xi) SEQUENCE DESCRIPTION: SEQ ID N0:1: 
AGGAGACCCA TATGACTGTT GCGCTACATC TGGCT 35 
(2) INFORMATION FOR SEQ ID NO: 2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 34 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : both 

(D) topology': both 

(ii) MOLECULE TYPE: CDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 
AACGCGACAG GTTAACAGCG CGCAAATCAT GCAG 34 
(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 32 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 
CACACACAGG TACCCTCTCG AAAAGTTAAA CC 32 
(2) INFORMATION FOR SEQ ID NO: 4: 



(i) SEQUENCE CHARACTTERISTICS : 

(A) LENGTH: 41 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4: 



wo 98/47912 PCT/US98/08072 

-110- 



CACACACACT CC3AGTTATGC AAAAAGAGGG CTCGCCTCAT C ^1 
(2) INFORMATION FOR SEQ ID MO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 36 base pairs 

(B) TYPE: nucleic acid 
(G) STRANDEDNESS : both 
(D) TOPOLOGY: both 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 
GGACCCACTG TCTTTACCGC GGCCTCCTCA AGCACC 36 



(2) INFORMATION FOR SEQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 35 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 
CACACACACC CGGGTTAATA CGCTTGGAAG GTGGC - 35 

(2) INFORMATION FOR SEQ ID NO: 7; 

<i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:7: 
c:acacacatc ATGACTGTTG CGCTACATCT G 31 
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(2) INFORMATION FOR SEQ ID NO: 8: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 29 base pairs 

(B) TYPE; nucleic acid 
5 (C) STRANDEDNESS : both 

(D) TOPOIiOGY: both 

(ii) MOLECULE TYPE: CDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:8: 

CACACACAGG TACCCTCTCG AAAAGTTAA 

10 (2) INFORMATION FOR SEQ ID NO: 9: 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 48 base pairs 
<B) TYPE: nucleic acid 
(C) STRANDEDNESS: both 
15 (D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:9: 
CACACACAGA GGAATTCAGT GATGGTGATG GTGATGTGCA AAAAGAGG 
(2) INFORMATION FOR SEQ ID NO: 10: 

20 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 41 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

25 (ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 
ACTGGAATTC ATGCCAATCC ATCACCATCA CCATCACCCG T 
(2) INFORMATION FOR SEQ ID NO: 11: 



41 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 41 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTICftJ: SEQ ID NO: 11: 
ACGTGTCGAC CATATGGATG ACTAGGTGAA ACGGGTGATG G 
(2) INFORMATION FOR SEQ ID NO: 12: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 71 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12: 
ACTGGAATTC ATGCCAATCC ATCACCATCA CCATCACCCG TTTCACCTAG TCATCCATAT, 60 
GGTCGACACG T 71 



(2) INFORMATION FOR SEQ ID NO: 13: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 48 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 13: 
GACTAGTTCT AGATCGCGAG CGGCCGCCCA TTAACTCTCG TTGGCAGC 



48 
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(2) INFORMATION FOR SEQ ID NO: 14: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 16 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: CDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 14: 
TCGACQCACG CGTCCG 1-6 
10 (2) INFORMATION FOR SEQ ID NO: 15: 

<i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 12 base pairs 

(B) TYPE: nucleic acid t 

(C) STRANDEDNESS: both 
15 (D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 15: 
CGGACGCGTG GG 

(2) INFORMATION FOR SEQ ID NO: 16: ' 

20 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 42 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

25 (ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 16: 
AUGGAGAUCU CUGAATTCAT GACTGTTGCG CTACATCTGG CT 
(2) INFORMATION FOR SEQ ID NO: 17; 



42 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 32 base pairs 

(B) TYPE: nucleic acid 

(C) StRANDEDNESS : both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: CDNA 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 17: 
ATTATTCATA TGACTGTTGC GCTACATCTG GC 32 
(2) INFORMATION FOR SEQ ID NO: 18: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 18: 
TACGATCTCT CTCCAGGCCA TTTT 24 
(2) INFCa^TION FOR SEQ ID N0:19: . 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 19; 
ACTCGAGCAG CCCGGGAACC TTTG 24 
(2) INFORMATION FOR SEQ ID NO: 20: 

(i) SEQUENCE CHARACTERISTICS: = 
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<A) LENGTH: 48 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : both 

(D) TOPOU)GY: both 

(ii) MOLECDLE TYPE: CDNA 



(xi) SEQaENCE DESCRIPTION: SEQ ID NO: 20: 

ATTACCCGGG AGGATATCAT ATGTTAGCGA T6ACAATGGA ACATAAAG 48 

(2) INFOEIMATION FOR SEQ ID NO: 21: ^ 

(i) SEQUENCE CHARACTERISTICS: 
10 (A) LENGTH: 36 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 

15 (xi) SEQUENCE DESCRIPTION: SEQ ID N0:21: 

ATATGTCGAC TCACAGTGGC CCTCCCTATA AATTTG 36 

(2) INFORMATION FOR SEQ ID NO:22: 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 35 base pairs 
20 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: both 

(D) TOPOLOGY: both 

(ii) MOLECULE TYPE: cDNA 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 22: 

25 TATTAGGATC CCATGACTGT TGCGCTACAT CTGGC 35 

(2) INFORMATION FOR SEQ ID NO:23: 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 29 base pairs 



/ 
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(B) TYPE; nucleic acid 

(C) STRANDEDNESS : both 

(D) TOPOLOGY: both 

<ii) MOLECULE TYPE: dDNA 



5 ^(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 23: 

GCAATCCTTG AGCTCTAAGA CCATCAGGG ' 



29 
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WHAT IS CLAIMED IS: 

1. A composition for use in reverse transcription of a nudeic acid 
molecule, said composition comprising two or more polypeptides having reverse 
transcriptase activity. 

2. The composition of claim 1, wherein said polypeptides are obtained 
from different sources. 

3. The composition of claim 1, wherein the transcription pause site 
of each of said polypeptides is different from that of each of the other polypeptides 
in said composition. 

4. The composition of claim 1 , wherein said polypeptides are reduced 
or substantially reduced in RNase H activity. 

5. The composition of claim 4, wherein said polypeptides are selected 
from the group consisting of M-MLV H' reverse transcriptase, RSV H" reverse 
transcriptase, AMV H' reverse transcriptase, RAV H" reverse transcriptase, MAV 
H" reverse transcriptase and HIV H* reverse transcriptase, and derivatives, 
variants, fragments or mutants thereof 

6. The composition of claim 5, wherein said AMV H" reverse 
transcriptase is selected from the group consisting of AMV aHVpff reverse 
transcriptase, AMV aHVpH"^ reverse transcriptase, AMV PHVpH' reverse 
transcriptase, AMV PHVPH" reverse transcriptase, AMV Pp4/Pp4 reverse 
transcriptase, and AMV aH' reverse transcriptase, and derivatives, variants, 
fragments or mutants thereof 
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7. The composition of claim 5, wherein said RSV H" reverse 
transcriptase is selected from the group consisting of RSV aHVpH* reverse 
transcriptase, RSV aHVpH* reverse transcriptase, RSV PH/pH' reverse 
transcriptase, RSV pHVpH* reverse transcriptase, RSV Pp4/Pp4 reverse 

5 transcriptase, and RSV aH' reverse transcriptase, and derivatives, variants, 

fragments or mutants thereof 

8 . The composition of clmm 1 , wherein said polypeptides are selected 
from the group consisting of Taq, Trie, Tma, Pfu, VENTtm, DEEP VENT™ and 
Tth DN A polymerases, and mutants, fragments, variants and derivatives thereof 

10 9. The composition of claim 1 , wherein said polypeptides are present 

in said composition at working concentrations. 

10. A method for reverse transcription of one or more nucleic acid 
molecules comprising 

(a) mixing one or more nucleic acid templates with two or more 
15 polypeptides having reverse transcriptase activity; and 

(b) incubating said mixture under conditions sufficient to make one or 
more first nucleic acid molecules complementary to ali or a portion of said one or 
more templates. 

11. The method of claim 10, wherein said nucleic acid template is a 
20 messenger RNA molecule or a population of mRNA molecules. 

12. The method of cl^m 10, said method further comprising incubating 
sdd one or more first nucleic acid molecules under conditions sufficient to make 
one or more second nucleic acid molecules complementary to all or a portion of 
said one or more first nucleic acid molecules. 
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13. A cDNA molecule made according to the method of claim 10. 

14. A cDNA molecule made according to the method of claim 12. 

15. A method for amplifying one or more nucleic acid molecules, said 
method comprising 

(a) mixing one or more nucleic add ten:^)lates with two or more 
polypeptides havdng reverse transcriptase activity and one or more DNA 
polymerases; and 

(b) incubating said mixture under conditions sufficient to amplify one 
or more nucleic acid molecules complementary to all or a portion of said one or 
more templates. 

16. A method for amplifying one or more nucleic acid molecules, said 
method comprising 

(a) mixing one or more nucleic acid templates with two or more 
polypeptides having reverse transcriptase activity and DNA polymerase activity; 
and 

(b) incubating said mixture under conditions sufficient to amplify one 
or more nucleic acid molecules complementary to all or a portion of said one or 
more nucleic acid templates. 

17. A nucleic acid molecule amplified according to the method of claim 
15 or claim 16. 

18. A vector comprising the cDNA molecule of claim 14. 

1 9. The vector of claim 18, wherein said vector is an expression vector. 
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20. A host cell comprising the cDNA molecule of claim 14. 

21. A method for sequencing one or more nucleic acid molecules, said 
method comprising 

(a) mijdng one or more nucleic acid molecules to be sequenced vnth 
one or more primers, two or more polypeptides having reverse transcriptase 
activity, one or more nucleotides and one or more terminating agents; 

(b) incubating said mixture under conditions sufficient to synthesize a 
population of molecules complementary to all or a portion of said one or more 
molecules to be sequenced; and 

(c) separating said population to determine the nucleotide sequence of 
all or a portion of said one or more molecules to be sequenced. 

22. A kit for use in reverse transcription, amplification or sequencing 
of a nucleic acid molecule, said kit comprising two or more polypeptides having 
reverse transcriptase activity. 

23. The kit of claim 22, said kit fiirther comprising one or more 
components selected firom the group consisting of one or more nucleotides, one 
or more DNA polymerases, a suitable buffer, one or more primers and one or 
more terminating agents. 

24. The kit of claim 23, wherein said terminating agent is a 
dideoxynucleotide. 

25. The kit of claim 23, wherein two or more of the components of 
said kit are present as a mixture or are present as separate components. 
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26. A method of producing an ASLV reverse transcriptase, said 
method comprising 

(a) obtaining a host cell comprising one or more 'nucleic add 
sequences encoding one or more subunits of ASLV reverse transcriptase; and 

(b) culturing sdd host cell under conditions sufficient to produce said 
ASLV reverse transcriptase subunits. 

27, The method of claim 26, wherein said one or more nucleic acid 
sequences encoding one or more subunits of ASLV reverse transcriptase are 
contained in one or more vectors. 

28. The method of claim 26, wherein said ASLV reverse transcriptase 
subunits are selected from the group consisting of one or more a subunits, one or 
more P subunits, and one or more Pp4 subunits, of one or more ASLV reverse 
transcriptases, and derivatives, variants, fragments or mutants thereof 

29. The method of claim 26, wherein said subunits are one or more 
a subunits. 

30, The method of claim 26, wherein said subunits are one or more 
P subunits. 

31, The method of claim 26, wherein said subunits are one or more^ 
Pp4 subunits. 



32. The method of claim 26, wherein said subunits are one a subunit 
and one P subunit of one or more ASLV reverse transcriptases. 
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33. The method of daim 26, wherein said subunits are co-e?q)ressed 
to form an ASLV reverse transcriptase and wherein smd ASLV reverse 
transcriptase is isolated from said host cell. 

34. The method of claim 26, wherein said subunits of ASLV reverse 
transcriptase are isolated and then mixed to form an ASLV reverse transcriptase. 

35. The method of claim 30, wherein sidd P subunits form an ASLV 
reverse transcriptase compris'mg two P subunits. 

36. The method of claim 32, wherein seid a and p subunits form an 
ASLV reverse transcriptase comprising an a and a P subunit. 

37. The method of claim 26, wherein one or more of said subunits have 
been modified to reduce or substantially reduce the RNase H activity in said 
subunits. 

3 8. The method of claim 26, wherein said subunits are encoded by one 
or more nucleotide sequences contained on the same or on different vectors. 

39. The method of claim 26, wherein said ASLV reverse transcriptase 
is an RS V reverse transcriptase, 

40. The method of claim 26, wherein said ASLV reverse transcriptase 
is an AMV reverse transcriptase. 

41. An ASLV reverse transcriptase produced according to the method 
of claim 26. 
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42- The ASLV reverse transcriptase of claim 4 1 , wherein said ASLV 
reverse transcriptase is selected from the group consisting of an ASLV ap reverse 
transcriptase, an ASLV pp reverse transcriptase, an ASLV Pp4pp4 reverse 
transcriptase, and an ASLV a reverse transcriptase. 

43 . The ASLV reverse transcriptase of daim 41, wherein said ASLV 
reverse transcriptase is reduced or substantially reduced in RNase H activi^, 

44. The ASLV revierse transcriptase of claim 4 1 , wherein said ASLV 
reverse transcriptase is an RS V reverse transcriptase. 

45. The ASLV reverse transcriptase of claim 41, wherein said ASLV 
reverse transcriptase is an AMV reverse transcriptase. 

46. Anisolated nucleic acid molecule comprising a nucleotide sequence 
encoding one or more subunits of ASLV reverse transcriptase. 

47. The nucleic acid molecule of claim 46, wherein said molecule 
encodes one or more a subunits of ASLV reverse transcriptase, or a derivative, 
fragment or mutant thereof 

48. The nucleic acid molecule of claim 46, wherein said molecule 
encodes one or more P subunits of ASLV reverse transcriptase, or a derivative, 
fragment or mutant thereof 

49. The nucleic acid molecule of claim 46, wherein said molecule 
encodes one or more Pp4 subunits of ASLV reverse transcriptase, or a derivative, 
fragment or mutant thereof 
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n 50, The nudeic acid molecule of claim 46, wherein said molecule 
encodes a and P ASLV reverse transcriptase subunits, or derivatives, variants, 
fragments or mutants thereof. 

51 

5 52 

53. The vector of claim 51, wherein said vector isplasmid 
pDABH-His. 

54, The host cell of claim 52, wherein said host cell is E, coli 
DH10B(pDABH-His). 

10 55. The isolated nucleic acid molecule ofcldm 46, wherdn said ASLV 

reverse transcriptase is an RS V reverse transcriptase. 

56. The isolated nucleic acid molecule of claim 46, wherein said ASLV 
reverse transcriptase is an AMV reverse transcriptase. 

57. A method for producing one or more cDNA molecules by reverse 
U'anscription of one or more nucleic acid templates comprising 

(a) mixing one or more nucleic acid templates with a ASLV RT 
comprising one or more subunits; and 

(b) incubating said mixture under conditions sufficient to make one or 
more first nucleic acid molecules complementary to all or a portion of said one or 
more templates. 



A vector con:q)rising the nucleic acid molecule of claim 46. 
A host cell comprising the nucleic acid hiolecule of claim 46. 



15 



20 
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58. The method of dmm 57, wherda said subuhits are one or more a 
subunits, one or more P subunits, one or more Pp4 subunits, or a combination 
thereof. 

59. The method of claim 57, wherein said ASLV reverse transcriptase 
is selected from the group consisting of an ASLV ap reverse transcriptase, an 
ASLV pp vevefse transcriptase, an ASX.V pp4Pp4 reverse transcriptase, and an 
ASLV a reverse transcriptase, 

60. The method of claim 57, wherein said nucleic acid t^plate is a 
mRNA molecule or a population of mRNA molecules. 

61 . The method of claim 57, wherein said method further comprises 
incubating said one or more first nucleic acid molecules under conditions sufficient 
to make one or more second nucleic acid molecules complementary to all or a 
portion of said one or more first nucleic acid molecules. 

62. The method of claim 6 1 , wherein said first and said second nucleic 
acid moleailes form a double stranded DNA molecule. 

63. The method of claim 62, wherein said double stranded DNA 
molecule is a fiill-length cDNA molecule. 

64. A cDNA molecule made according to the method of claim 57. 

65 . A cDN A molecule made according to the method of claim 6 1 . 

66. A vector comprising the cDNA molecule of claim 65. 
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67. The vector of claim 66, wherein said vector is an expression vector. 

68 . A host cell comprising the cDNA molecule of claim 65. 

69. The method of claim 61, wherein said ASLV reverse transcriptase 
is an RSV reverse transcriptase. 

70. The method of claim 6 1, wherein said ASLV reverse transcriptase 
is an AMV reverse transcriptase. 

71. A method for amplifying one or more nucleic acid molecules 
comprising 

(a) mixing one or more nucleic acid templates with one or more ASLV 
RTs comprising one or more subunits and optionally with one or more DNA 
polymerases; and 

(b) incubating said mixture under conditions sufficient to amplify one 
or more nucleic acid molecules complementary to all or a portion of said one or 
more templates. 

72. The method of claim 71 , wherein said subunits are one or more a 
subunits, one or more p subunits, one or more pp4 subunits, or a combination 
thereof 

73 . The method of claim 7 1 , wherein said ASLV reverse transcriptase 
is selected from the group consisting of an ASLV ap reverse transcriptase, an 
ASLV pp reverse transcriptase, an ASLV Pp4Pp4 reverse transcriptase, and an 
ASLV a reverse transcriptase. 
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74. The method of claim 71, wherein said ASLV reverse transcriptase 
is an RSV reverse transcriptase. 

75 . The method of claim 7 1 , wherein said ASLV reverse transcriptase 
is an AMV reverse transcriptase. 

76. A method for sequencing one or more nucleic add molecules 
compridng 

(a) mixing one or more nucleic acid molecules to be sequenced 
with one or more primers, an ASLV RT comprising one or more subunits, one or 
more nucleotides and one^ior more terminating agents; 

(b) incubating said mixture under conditions suflBcient to 
synthesize a population of nucleic acid molecules complementary to all or a 
portion of said one or more nucleic acid molecules to be sequenced; and 

(c) separating said population of nucleic acid molecules to 
determine the nucleotide sequence of all or a portion of smd one or more nucleic 
acid molecules- to be sequenced, 

77. The method of claim 76, wherein said subunits are one or more a 
subunits, one or more p subunits, one or more Pp4 subunits, or a combination 
thereof 

78 . The method of claim 76, wherein said ASLV reverse transcriptase 
is selected from the group consisting of an ASLV ap reverse transcriptase, an 
ASLV pp reverse transcriptase, an ASLV Pp4Pp4 reverse transcriptase, and an 
ASLV a reverse transcriptase. 

79. The method of claim 76, wherein said ASLV reverse transcriptase 
is an RSV reverse transcriptase. 
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80. The method of claim 76, wherein said ASLV reverse transcriptase 
is an AMV reverse transcriptase. 

81. A kit comprising one or more ASLV RT subunits, or one or more 
derivatives, variants, fragments or mutants thereof. 

82. The kit of claim 81, wherein said ASLV RT subunits are one or 
more ASLV RT a subunits, one or more ASLV RT p subunits, one or more 
ASLV RT pp4 sujjunits, or a combination thereof 

83 . The kit of claim 8 1 , \^4le^ein said ASLV reverse transcriptase is an 
RSV reverse transcriptase. 

84. The kit of claim 8 1 , wherein said ASLV reverse transcriptase is an 
AMV reverse transcriptase. 

85 . A kit comprising an ASLV RT, wherein said ASLV RT is selected 
from the group consisting of an ASLV ap RT, an ASLV pp RT, an ASLV 
Pp4Pp4 RT, and an ASLV a RT, or a derivative, fragm^t or mutant thereof 

86. The kit of claim 85, wherein said ASLV RT is comprises an a and 
a P subunit. 

87. The kit of claim 85, wherein said ASLV reverse transcriptase is an 
RSV reverse transcriptase. 

88. The kit of claim 85, wherein said ASLV reverse transcriptase is an 
AMV reverse transcriptase. 
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89. A method for producing one or more cDNA moiecules by reverse 
transcription of one or more nucleic acid templates comprising 

(a) mixing one or more nudeic acid templates with one or more 
polypeptides having reverse transcriptase actiA^ty; and 

(b) incubating said mi?cture at a temperature of about 50**C or greater 
and under conditions sufficient to make one or more first nucldc acid molecules 
complementary to all or a portion of said one or more templates. 

90. The method of daim 89, wherein said temperature is 60*'C or 

greater. 

91. The method of daim 89, wherein said temperature ranges from 
about 50X to about 70°C, 

92. The method of claim 89, wherein said temperature ranges from 
about 55X to about 65X. 

93. The method of claim 89, wherein said nudeic acid tcjmplate is an 
RNA or DNA molecule. 

94. The method of daim 93 , wherein said RNA molecule is an mRNA 
molecule or a polyA+ RNA molecule. 

95. The method of claim 89, wherein said nucleic acid template is a 
population of mRNA molecules. 

96. The method of claim 94, wherein said first nucleic acid molecule 
is a fiill length cDNA molecule. 
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97. The method of claim 89, fiirther comprising incubating said one or 
more first nucleic acid molecules under conditions sufficient to make one or more 
second nucleic acid molecules complementary to all or portion of said one or more 
first nucleic acid molecules, 

98. The method of claim 97, wherein said first and said second nucldc 
add molecules are DNA molecules. 

99. The method of claim 98, ^^erein smd first and said second DNA 
molecules form a double stranded DNA molecule. 

100. The method of claim 99, wherein said double stranded DNA 
molecule is a full length cDN A molecule, 

101. The method of claim 89, wherein said one or more polypeptides 
having reverse transcriptase activity are reduced or substantially reduced in 
RNase H activity. 

102. The method of claim 89, wherein sjud one or more polypeptides 
having reverse transcriptase activity is one or more ASLV reverse transcriptases 
comprising one or more subunits. 

1 03 - The method of claim 1 02, wherein said one or more ASLV reverse 
transcriptases is one or more RSV reverse transcriptases, 

104. The method of claim 102, wherein said one or more ASLV reverse 
transcriptases is one or more AMV reverse transcriptases. 
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1 05 . The method of cl^um 1 02, wherdn said ASL V RT subunits are one 
or more ASLV RT a subunits, one or more ASLV RT P subunits, one or more 
ASLV RT Pp4 subunits, or a combination thereof. 

1 06 . The method of claim 1 02, wherein said ASLV RT is selected from 
the group consisting of an ASLV ap RT, an ASLV PP RT, an ASLV Pp4pp4 RT, 
and an ASLV a RT, and derivatives, variants, fragments or mutants thereof. 

107. The method ofclaim 102, wherein said ASLV RT is ASLV apRT, 
or a derivative, variant, fragment or mutant thereof. 

108. The method of claim 102, wherein said one or more subunits are 
reduced or substantially reduced in RNase H acti\aty. 

109. A nucleic acid molecule produced according to the method of 
claim 89. 

110. A nucleic acid molecule produced according to the method of 
claim 97. 

111. The nucleic acid molecule of claim 1 10, wherein said nucleic acid 
molecule is a full-length cDNA molecule, 

1 12. A vector comprising the nucldc acid molecule of claim 1 10. 

113. The vector of claim 112, wherein said vector is an expression 

vector. 

114. A host cell comprising the nucleic acid molecule of claim 109. 
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115, A host cdl comprising the nucleic acid molecule of claim 1 10. 
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Applicant's or agent's Hie 

refcrencc number 0942.433PC02 



International applicatt 



INDICATIONS RELATING TO A DEPOSITED MICROORGANI$|k# 
(PCX Rule 136is) 



A. The indications made below relate to the microorganism referred to in the description on page 60 line 24_ 



R IDENTIFICATION OF DEPOSIT 



Further dqiosits are identified on an additional isheeC O 



Name of depositary institution 

Agricultural Research Culture Collection (NRRL) 



Address of depositary institution (wduding postal code and country) 

1815 N. University Street 
Peoria, Illinois 61604 
United States of America 



Date of deposit 

A4)ril 15, 1997 


Accession Number NRRL B-2 1679 


C ADDITIONAL INDICATIONS (leave blank i/not applicable) xhis information is continued on an additional dieet □ 



Escherichia coli DHIOB (pDABH-His) 



In respect of those designations in which a European Patent is sought a sample of the deposited microorganism will be made available 
until the publication of die mention of the grant of the European patent or until the date on which the application has been rcfiiscd or 
withdrawn or is deemed to be witfidrawn, only by the issue of such a sample to an expert nominated by the person requesting the 
sample (Rule 2S(4) EPC). ^ 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE (3/theindicationi are not/or all designated States) 



E. SEPARATE FURNISHING OF INDICATIONS ^fco^eWodti/n. 



The indications listed below will be submitted to the intemational Bureau later (specify (he general nature of the indications, e,g, 
"Accession Number of Deposit") 




For International Bureau use only 



Q This sheet was received by the (ntemattonal Bureau on: 



Authorized officer 
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AUSTRALIA 

The applicant hereby gives notice that the furnishing of a saniple of a nucroorganism shall only 
be effected prior to the grant of a patent, or prior to the lapsing, refusal or withdrawal of the 
iq)plication, to a person who is a skilled addressee without an interest in tfie invention (Regulation 
3.25(3) of the Austi^alian Patents Regulations), 

CANADA 

The applicant hereby requests that, until either a Canadian patent has been issued on the basis of 
the application or the application has been refused, or is abandoned and no longer subject to 
reinstatement, or is withdrawn, the furnishing of a sample of deposited biological material 
referred to in the application only be effected to an independent expert nominated by the 
Commissioner of Patents. 

DENMARK 

The applicant hereby requests that, until the application has been laid open to public inspection 
(by the Danish Patent Office), or has been fmally decided upon by the Danish Patent Office 
without having been laid open to public inspection, the furnishing of a sample shall only be 
effected to an expert in the art. The request to this effect shall be filed by the applicant with the 
Danish Patent Office not later than at the time when the application is made available to the public 
under Sections 22 and 33(3) of the Danish Patents Act If such a request has been filed by the 
applicant, any request made by a third party for the furnishing of a sample shsill indicate the expert 
to be used. That expert may be any person entered on a list of recognized experts drawn up by 
the Danish Patent office or any person approved by the applicant in the individual case. 

FINLAND 

The applicant hereby requests tiiat, until the application has been laid open to public inspection 
(by the National Board of Patents and Registration), or has been fmally decided upon by tiie 
National Board of Patents and Registration without having been laid open to public inspection, 
the furnishing of a sample shall only be effected to an expert in the art. The request to this effect 
shall be filed by ^the applicant with the International Bureau before the expiration of 16 months 
from tiie priority date (preferably on the Form PCT/RO/134 reproduced in annex Z of Volume 
I of the PCT Applicant's Guide). If such a request has been filed by tiie applicant, any request 
made by a tiiird party for the furnishing of a sample shall indicate the expert to be used. That 
expert may be any person entered on a list of recognized experts drawn up by the National Board 
of Patents and Registration or any person approved by the applicant in the individual case. 

ICELAND 

The applicant hereby requests that, imtil the application has been laid open to public inspection 
(by the Icelandic Patent Office), or has been fmally decided upon by the Icelandic Patent Office 
without having been laid open to public inspection, the fiimishii^ of a sample shall only be 
effected to an expert in the art. 
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Tlie applicant hereby requests that until the date of a grant of a Netherlands patent or until the 
date on which the application is refused or wthdrawn or lapsed, the microorganism shall be made 
avmlable as provided in Rule 3 1 F( 1 ) of the Patent Rules only by the issue of a sample to an expert 
Hie request to this effect must be. furnished by the applicant with the Netherlands Industrial 
Property Office before the date on which the application is made available to the public under 
Section 22C or Section 25 of the Patents Act of the Kingdom of the Netherlands, whichever of 
the two dates occurs earlier. 

NORWAY 

The applicant hereby requests that, until the appUcation has been laid open to public inspection (by 
the Norwegian Patent Office), or has been finally decided upon by the Norwegian Patent Office 
without having been laid open to public inspection, the furnishing of a sample shall only be eflfected 
to an expert in tfie art. The request to this effect shall be filed by the applicant with the Norwegian 
Patent Office not later than at the time when the applicationis made available to the public under 
Sections 22 and 33(3) of the Norwegian Patents Act. If such a request has been filed by die 
applicant, any request made by a third party for the furnishing of a sample shall indicate the expert 
to be used. That expert may be any person entered on a list of recognized experts drawn up by the 
Norwegian Patent office or any person approved by the applicant in the individual case. 

SINGAPORE 

The applicant hereby requests that the furnishing of a sample of a microorganism shall only be 
made available to an expert. The request to this effect must be filed by the applicant with the 
International Bureau before the completion of the technical preparations for international 
publication of the application. 

/ 

SWEDEN 

The applicant hereby requests that, until the application has been laid open to public inspection (by 
the Swedish Patent Office), or has been finally decided upon by the Swedish Patent Office without 
having been laid open to public inspection, the furnishing of a sample shall only be effected to an 
expert in the art. The request to this effect shall be filed by the applicant with the International 
Bureau before the exphation of 16 months from the priority date (preferably on the Form 
PCT/RO/1 34 reproduced in annex Z of Volume I of the PCT Applicant's Guide). If such a request 
has been filed by the applicant, any request made by a third party for the furnishing of a sample 
shall indicate the expert to be used. That expert may be any person entered on a list of recognized 
experts drawn up by the Swedish Patent office or any person approved by the applicant in the 
individual case. 

UNITED KINGDOM 

The appUcant hereby requests that the furnishing of a sample of a microorganism shall only be 
made available to an expert. The request to this effect must be filed by the applicant with the 
International Bureau before the completion of the techiiical preparations for international 
publication of the application. 



AppUcani's or agent's file 

reference number 0942,433PC02 



International application No. 1 ie assigned 



INDICATIONS RELATING TO A DEPOSITED MICROORGANISM 
(PCX Rule 136w) 



A. "nic indications made below relate to the miaoorganism referred to in the description on page __75 , line — U, 



R IDENTfflCATION OF DEPOSIT 



Further dqpo^ arc identified on an additional sheet □ 



Name of depositary institution 

Agricultural Research Culture Collection (NRRL) 



Address of depositary institution (including postal code and country) 

18 1 5 N, University Street 
Peoria, Illinois 61604 
United States of America 



Date of deposit 

June 17, 1997 



Accession Number NRRL B-2 1790 



C. ADDITIONAL INDICATIONS (leave blank if not applicable) This information is continued on an additional sheet □ 



Escherichia coli (pDAMVABH) 

In respect of those designations in which a European Patent is sought a sample of the deposited microorganism wiH be made available 
until the publication of tiie mention of the grant of the European patent or until tiie date on which the apphcation has been ref^ed or 
vrididrawn or is deemed to be witiidrawn. only by die issueof such a sample to an expert nominated by the person requesting toe 
sample (Rule 28(4) EPC)^ ___=^=.=====— ==s==============^^ 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE (if (he indications are not for aU designated Stated 



E. SEPARATE FURNISHING OF INDICATIONS (ka^btankifaoiappiicabU) 



The indications listed below wUI be submitted to tiie international Bureau later (specify the general nature of the indications, e.g., 
"Accession Number of Deposit*') 







i^This sheet was received with the international application 


a This sheet was received by the International Bureau on: 


Authorized officer 

Sony&Bamss 

piCT IntematlcMid Kvislon 


Authorized officer 



Fofm PCT/RO/134 (July 1992) 
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AUSTRALIA 

The applicant hereby gives notice that the furnishing of a sample of a microorganism shall only 
be effected prior to the grant of a patent, or prior to the lapsing, refusal or withdrawal of the 
application, to a person who is a skilled addressee without an interest in the invention (Regulation 
3.25(3) of the Aus^ian Patents Regulations). 

CANADA 

The applicant hereby requests that, until either a Canadian patent has been issued on the basis of 
the application or the application has been refused, or is abandoned and no longer subject to 
reinstatement, or is wthdrawn, the furnishing of a sample of deposited biological material 
referred to in the application only be effected to an independent expert nominated by the 
Commissioner of Patents. 

DENMARK 

The applicant hereby requests that, until the application has been laid open to public mspection 
(by the Danish Patent Office), or has been finally decided upon by the Danish Patent Office 
without having been laid open to public inspection, the furnishing of a sample shall only be 
effected to an expert in the art The request to this effect shall be filed by the applicant with the 
Danish Patent Office not later than at the time v^en the application is made avsulable to the public 
under Sections 22 and 33(3) of the Danish Patents Act If such a request has been filed by die 
^plicant, any request made by a tiiird party for the furnishing of a sample shall indicate the expert 
to be used. That expert may be any person entered on a list of recognized experts drawn up by 
die Danish Patent office or any person approved by the applicant in the individual case. 

FINLAND 

The applicant hereby requests that, until the application has been laid open to public inspection 
(by the National Board of Patents and Registration), or has been finally decided upon by the 
National Board of Patents and Registration without having been laid open to public inspection, 
the fiimishing of a sample shall only be effected to an expert in the art The request to this effect 
shall be filed by the applicant witii the International Bureau before the expiration of 1 6 mondis 
from the priority date (preferably on tfie Form PCT/RO/134 reproduced in annex Z of Volume 
I of die PCT Applicant's Guide). If such a request has been filed by the ^plicant, any request 
made by a tfiird party for the fiimishing of a sample shall indicate the expert to be used. That 
expert may be any person entered on a list of recognized experts drawn up by the National Board 
of Patents and Registration or any person approved by die applicant in the individual case, 

ICELAND 

The applicant hereby requests that, until the application has been laid open to public inspection 
(by the Icelandic Patent Office), or has been finally decided upon by die Icelandic Patent Office 
without having been laid open to public inspection, the furnishing of a sample shall only be 
effected to an expert in the art 
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the applicant hereby requests that until the date of a grant of a Netherlands patent or until tfie 
date on which the application is refused or withdrawn or lapsed, the microorganism shall be made 
available as provided in Rule 3 1 F( 1 ) of the Patent Rules only by the issue of a sample to an expert. 
The request to this effect must be fiimished by the applicant with the Netherlands Industrial 
Property Office before the date on which the application is made available to the public under 
Section 22C or Section 25 of Ae Patents Act of the Kingdom of the Netherlands, vdiichever of 
the two dates occurs earlier. 

NORWAY 

The applicant hereby requests that, until the ^plication has been laid open to public inspection (by 
the Norwegian Patent Office), or has been finally decided upon by the Norwegian Patent Office 
without having been laid open to public inspection, die furnishing of a sample shall only be effected 
to an expert in the art The request to this effect shall be filed by the applicant with the Norwegian 
Patent Office not later than at the tune when the application is made available to the public under 
Sections 22 and 33(3) of the Norwegian Patents Act If such a request has been filed by the 
applicant, any request made by a third party for the furnishing of a sample shall indicate the expert 
to be used. That expert may be any person entered on a list of recognized exp^ drawn up by the 
Norwegian Patent office or any person approved by the applicant in the individual case. 

SINGAPORE 

The applicant hereby requests that the furnishing of a sample of a microorganism shall only be 
made available to an expert. The request to this effect must be filed by the applicant with the 
International Bureau before the completion of the technical preparations for international 
publication of the application. 

SWEDEN 

The applicant hereby requests that, until the application has been laid open to public inspection (by 
the Swedish Patent Office), or has been finally decided upon by the Swedish Patent OflSce widiout 
having been laid open to public inspection, the furnishing of a sample shall only be effected to an 
expert in the arL The request to this effect shall be filed by the applicant with the International 
Bureau before the expiration of 16 months bom the priority date (preferably on the Form 
PCT/RO/134 reproduced in annex Z of Volume I of the PCT Applicant's Guide), If such a request 
has been filed by the applicant, any request made by a third party for the fiimishing of a sample 
shall indicate the expert to be used. That expert may be any person entered on a list of recognized 
experts drawn up by the Swedish Patent office or any person approved by the applicant in the 
individual case. 

UNITED KINGDOM 

The applicant hereby requests that the furnishing of a sample of a microorganism shall only be 
made available to an expert The request to this effect must be filed by the appUcant with the 
International Bureau before the completion of the technical preparations for international 
publication of the application. 
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Box 1 Observations where certain claims were found unsearchable (Continuatioa of Itein I of first sheet) 



This interaational report has not been established b icspcct of ceitain claims under Aitidc 17(2Xa) 6* following reasons: 

Claims Nos.: . . 

because they relate to subject matter not re<tutrcd to be searched by this Authority, namely: 



1. Claims Nos. 



2. 



□ Claims Nos.: ^ . . u 

because they relate to parts of the mtcraation^ application that do not comply widi the prescribed requirements to such 



an 



extent that no meaningfiil interoationat search can be carried out, specifically: 



3. I I Claims Nos.: 

' because Ihey are dependent claims and arc not drafted in accoidancc wiA the second and third sentences of Rule 6.4(a). 



Box U Observations where unity of invenHon is lacking (Continuation of Item 2 of first sheet) 



This Interaational Searching Authority found multiple inventions in this international application, as follows: 
Please See Extra Sheet ^ 



I. Q As all required additional search fees were timely paid by the applicant, this international search report covers all searchable 



claims. 



2. Q As all searchable claims could be searched wiUiout eObrt justifying an additional fee, this Authority did not bvite payment 

of any additiooal fee, 

3. fx] As only some of the required additional search fees were timely paid by the applicant, this international search report covers 
— only those claims for which fees were paid, speciCically claims Nos,: 

1-5, 9. 26, 27, 32-34. 36-39. 4 M4 



4. r~| No required additional search fees were timely paid by the applicant Consequently, this international search report is 
— restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest Q The additional search fees were accompanied by the applicant's protest 

I X| No protest accompanied Uie payment of additional search fees. 
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BOX II. OBSERVATIONS WHERE UNITY OF INVENTION WAS LACKING 
This ISA found multiple invcntioas as fallows: 

This applicatioD cootaios the following inventions or groups of inventions which are not so linked as to fonn a sin^e 
inventive concept under PCT Rule 13,1. In order for all inventions to be searched, the apptopnate additional search fees 
must be paid. 

Group I. claims 1-9. drawn to a composition for use in reverse transcription of a nucleic acid molecule. 

Group II, claims 10-14. 18-20. 46-70. and 89-115. drawn to methods for reverse transcription (or production) of one or 
more nucleic acids, nucleic acid molecules, vectors, and host cells. 

Group III, claims 15-17 and 71-75, drawn to methods for amplifying one or more nucleic acid molecules. 

Group IV. claims 21-25 and 76-88. drawn to methods for sequencing one or more nudctc acid molecules and kits. 

Group V. claims 26-45. drawn to a method for producing an ASLV reverse traoscriptase. 

This application contains claims directed to more than one species of &e generic invention. These species are deemed to 
lack Unify of Invention because they are not so linked as to fonn a single inventive concept under PCT Rule 13.1. In 
order for more than one species to be scarehed, the appropriate additional search fees must be paid. The species are as 
follows: 

If Group 1 is elected applicant is required to elect one of the following species: 

1 a)M-MLV H* reverse transcriptase; 

b) RSV H* reverse transcriptase; 

c) AMV H* reverse transcriptase; 

d) RAV H' reverse transcriptase; 

e) MAV H' reverse transcriptase; 
OHIV H* reverse transcriptase; and 
g)non-viral specific reverse transcriptases. 

If Groups Il-V are elected applicant is required to elect one species Gom each group: 

2 a)a subunits; 

b) p subunits; 

c) pp4 subunits; and 

d) ap subunits. 

3 a) RSV H reverse transcriptase; and 
b) AMV H reverse transcriptase. 

The claims are deemed to correspond to the species listed above in the following manner 



1 a)ctaioi 5; 

b) claims 5 and 7; 

c) claims 5 and 6; 

d) clatm 5; 

e) claim 5; 
Oclaim 5; and 
gXlaim 8. 

2 a)claims 28. 29. 42, 47. 58, 59, 72, 73, 77, 78, 82. 85. 105, and 106; 

b) clairas 28. 30, 35. 42. 48, 58. 59. 72. 73. 77, 78. 82. 85. 105. and 106; 

c) claims 28, 31. 42, 49. 58. 59. 72, 73, 77, 78, 82. 85. 105, and 106; and 

d) clairos 32, 36. 42. 50. 59. 73. 78. 85. 106, and 107, 

3 a) claims 39, 44, 55. 69. 74. 79, 87. and 103; and 
b) claims 40. 45, 56, 70. 75. 80, 88. and 104, 
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The following claims arc generic: 
Group I: claims 1-4 and 9. 

Ofoup U: claims 10-M, 18-20, 46. . 51-54, 57, 60^, 89-102, uid 108-115. 

Group HI: claim 71. 

Group IV: claims 76, and 81. 

Group V: claims 26, 27. 33. 34, 37, 38, 41, and 43. 

The inventions listed as Groups I-V do not roUtc to a «ngle inventive concept under PCT ^^J^^^'^j;'*^^^^^^ 



1 He mvenaons iikicu b» vii wp* » - — w * . * « . d- i u- /r*«ft>lAa 

Rule 13 J. they lack Ihc «une or conesponding specW techaied fctare. fo, the foUowmg reasons: B.oLrf,s (Catalog . 
1993) discio the pdypepHdes V«.t «.d DeepVent (pp. 62-63). therefore, claim 1 l«*s a sp««al techniod r 
SLjly. 0«»psTv ire drawn to diffcrea. methods. «.d PCT nilcs 13.1-13:2 do no. p»v.de for mutaple methods. 

The species listed above do not rehte to a single invenUve concept «nder PCT Rule 13.1 because, under PCT Rule 132. 
the species lack the same or corresponding special technical features for the followmg reasons: 

Species 1 a>g) recite polypeptides from different viiuses or from aon-viras origins and do oot share a common 

stfucturat feature. 

Species 2 a)-d) recite combinations of reverse transcriptase subunits. 
Species 3 a)-b) recite polypeptides from different vinises. 
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